1 ' 11 

•f << ' 



(i9) vt&tnMmmm&M 
(43) d&^bbb 

2002 $7fl4B (04.07.2002) 




PCT 



(10) BBg^^S^ 
WO 02/052007 Al 



(51) H(S*#i*#3I 7 



1/19, C07K 14/47, 16/18, C12Q 1/68 

(21) HPgtBSi#-*l: 

(22) dfgdJglB: 

(25) ®&&m<o^m: 

(26) mm^mowm: 



C12N 15/12.5/10. 1/21, 1/15, (72) 

(75) §£Wm/&mX(%m\Z'Ol^T(0fy: ^li^itKNAKA- 
JIMA/Toshihiro) [JP/JP]; T 224-0001 JU^ StS Tfr 
»gtE*JH 1 T§ 2-5 ilt^'-fVt^XAtt 
5 0 3-^1 Kanagawa (JP). ^ir (AMANO,Tet- 
suyn) [JP/JP]; T214-0005 »3£JH» JH«*fli £KE#JI 
^1TI2 1 S*fe 1 6 Xt%'\<< 7201 Kanagawa 
(JP). 



PCJ7JP01/11289 
2001 ^12 £ 21 B (21.12.2001) 



(30) g^fe^t-x-^: 

2000-405082 



0*11 (74) itIA: ;f7KtD?£ . £l*(SHlMlZU,Hatsushi et al.); T 

300-0847 &%im ±mm mm i - 1 - 1 bhi*^ < i* f 

;U 6 Pg Ibaraki (JP). 

'->000 E " B (22 12.2000) JP (81) It SB f^Pty: AE, AG, AL, AM, AT, AU, AZ, BA, BB, 

BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, 
DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, GM, HR, HU, 
ID, 1L, IN, IS, JP, KE. KG, KR, KZ, LC, LK, LR, LS, LT, 
LU, LV, MA, MD, MG, MK, MN, M W, MX, MZ, NO, NZ, 
OM. PH, PL, PT, RO, RU, SD, SE, SG, SI, SK, SL, TJ, TM, 
TN, TR, TT. TZ, UA, UG, US, UZ, VN 5 YU, ZA, ZM, ZW. 



12001-266492 2001 ^-6^27 B (27.06.2001) JP 

(71) aBAr*a*R<4t<DSSil:oi^Tj: **3£ 
£*± D 3 ^ v x > (LOCOMOGENE, INC.) [JP/JP]; 
T 150-0002 HIP »« = T I29i22§ 

Tokyo (JP). 



3| (54) Title: SYNOVIAL MEMBRANE CELL PROTEIN 
SB (54)^B^(D€^: »««BS*>'<2« 

= (57) Abstract: A novel protein synoviolin and a gene encoding the same are disclosed. This protein is expressed specifically in the 
|=| synovial membrane tissue and associated with an autoantibody which recognizes this protein in patients with rheumatoid arthritis 
|j= (RA). This protein or its antibody is expected as being useful as an RA-specific diagnostic marker. Moreover, it is expected that an 
== ra remedy could be screened by using the above gene or protein. A transgenic animal of the synoviolin gene is also provided. This 
== transgenic animal is usable as an RA model animal in developing a remedy for RA. 
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*369!li* mWtfytfg^S ^(Synoviolin) t, = — Ki"5it'(S 

V (RA) Ml^^T^^^^f^l^tSiB^^^^^ *is 

m&*5-X.Z>o £ fclw*38BJ?tt, synoviol initio <73 ^7>^^x^'^ll^i 
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(84) USD (fc Hi): AR1PO ft It (GH, GM, KE, LS, MW, ft » SEEL * «. 

MZ, SD, SL, SZ, TZ, UG, ZM, ZW), a - => is 7 ft 1* — DI£iBgf8eW 

SKai^^^^dS^^ctI GR1E, IT, 2X¥3- K»tf fcroWHBfc^'*-. I*" 6 ^** 
LU MC, NL, PT. SE, TR), OAP] ft fF (BE BJ, CF, CG, V h a*W=»tt $ *IT H & ' => - K * 

C\, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TO, TG). OH* 9 SX. J - V \ £ # F8 = 
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?fJII$BJ3£ (synovial cell) fi, MSp^^IlT' 1 - 6 jfcDJi^Jl^ff^i-^^i 
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mm t v> o 2 oo«ib*» b t h «t#©^m« s«fc§B u-a** < om%& 

J&BJIS (synovial cell) I^UtWt'tP (Synoviolin) ££^tt7t„ 
#5§93*btt:, tdfSt§*itflI«0^^*^ 80kDa, HOkDa, -t UT 220kDa 
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^©at-fr?**. 5' 3' ^tg^^*5VNT*ii©^SIE^J^-^tpr i 

b^t^ofc, *«W#6>iSJ|iKiL*:SLiSl-5f4, DNA©«J^EyJ©**bi*3ie 

SH±tf s KV\i Sl-5 [ "FBNL" (fibrillin-like) "EFEMPl" (EGF-containi 

ng fibrillin-like extracellular matrix protein 1) t t>P¥k£*L&] t h2 
f&{*:«R*i#*BIJ!a (human diploid fibroblast) ' -&gffl&&.l,X^ Zt&fc* b 
gtt^ttfc (Lecka-Czernik, B. et al. , Molecular and Cellular Biology, 15, 1 
20-128, 1995) o DNA-^J^SriEil-f 5EGF« <Y > (Epidermal Gro 

wth Factor-like domein) £#£o 0 Sl-Sfc-O^TfiMJIst ir*«t4fifcO{S51SJS&tt (*ffl 
IStiMStt) te.EfcB£*L"t^£ 0 *afiSl-5£>2^# Malattia Leventinese 

(ML) teXTf Doyne honeycomb retinal dystrophy (DHRD) t HDiS LTV^S C t ft 
(Stone, E. M. et al. , Nature Genetics 22, 199-202, 1999) £flX^Z>h 

X % # { ^ X 5 * o < $r& ft & A "C *> 5 £ £ f 4 * 5 4 "T? ft v \ 
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= s/^»1fe*^8IU HK<o&B s e s ffrk LT<£3rM£$:5* bfc c £fc#$S9!#feW: 
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-C*>5. 

i-*fc*>*»Wtt, «T©->/ft!Jy^w^f, toft*, -tixSrs— Ki^. 

[1] TIB (a) (e) ©V>-f ;h,a»H:fB<ft<0sK y * ^ K c 

y u^-^ h\ 

( b ) i£?'J#-s§- : l »cE*0DttaMB3FiJ©aeft = - K««*^tr y * y u 
( c ) SE?U#-§- : 2 fOE«fce>7 5 y SHE^te^T 1 3g L < «»£>T 5 y 



WO 02/052007 

6 

( e ) IS?iJ#-§- : 1 mtB*fc©4MHB7!l £ <H70 %£U:<D*ligtt*r# 

i«W6«jfcw«ftaa*«r=«— Ki-5#y** u*^k 
[3] ci] % [2] Kre*fe<a#y v^kkj: 19 K^nsiei 

[43 &o (l) - (3) i>? ) J!i:5»^bWl*ii5 / >*< i fc ioogtt*lTt 
5 [3] fcfB*t©«fcK*fctt-*7^K. 

( 2 ) y if* y ksi-s t % 

(3) »IIHt^Sr«5«-r5 

C5) [13 % *fctt C23 KIBBoaKy:** u*^K^#A^^fc-<^^-o 

[63 [13 Knatt©#y** i^a-^-KSfcra [53 miaifto^^— 

7B«Bife»IIIS. 

[73 [63 miB*©JgTOife*flte&*fr*U «jfcfre*iNBJfe*fctt*<&#*ii* 
*»?>365l$*fc«eK*fc»4^^K*iaiR"rsXS4r^tf, [33 fcf5«t 

[83 [33 telBftoaeftfcfcW^vT'?- KfcSf&i-*ttflc. 

[93 [33 fclBttO^'^ft^fctt^^K&^tfs [33 fclB*W>*i"" ? * 

[93 ©^fc«^fti^«f^«85. 
[113 C33 JwlSiio^ >vn^ ®^ fcttx*:^ K t Rjfcr.SStte&'&tN C 3 3 
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[i 3 C3] {cfgm^^^^«^mixmic#^i-5^o-efe5 Ci 

(14) &<DX?l£-^i!\ ^Wf't'O (3) fei^/f^tt-?: 

(2) (33 f-f5*£o^&SC, *5J:T*/* fctt-toft&^T^ Kl^t5^ 

(1) [83 fcfE*tO^{*£$gM 

(2) [SDJciBtt^aeK^it^/^fctt-t^a^^Klcfe-^i-Sx (83 

(163 : i ^E<fto«aiK2?iw»b*s^y 5?^ ^^-^ K*fcr±-t©*B*i 

(1 73 &<&XS ±frl&W£> (13 (23 fcfEit^* 0 U ^ * 

(1) 4#W6f* (l 63 tcSE*fe<^sKy^^u^Kt^ftb$-fr5XS, *5<fcl^ 

(2) (13 £fcfi (23 fcEflt©*!)** utfKCWyy ^VXi"S, (1 
6] »E|E«ftOaKy^^U*^-K4rtftai--6Xe 

( 1 83 ( 1 63 fclEtt<7>3Ky**^*^KSr"£iN (13 (23 telEtt© 

(l 93 (33 JcfEito^^^jt^fetitt^w^^JISrn-K-rsStfi^wisa 
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[2i] mti&&&ft<kmm%iM&-?hz>, ci 93 tts^o^c 

[2 2) [8] fcSE^tfCtt&^tr, [33 JCIBlftO^V^^RSr^ai-SaBia© 

[3] miB<ft©-^^K, [3D Ki|B*fco^ W^K^tt^i-?.^, 
*3J:tf [33 ^IB«^^Ktw^i-5m^b*5S*^biS^Sttfc/> 

ii) x?t i)<D^j±j^m^> «ttBB«y p^?-fcBB3itt»*aig 

[ 2 43 4M^f©iiiffe^ «ttBB«SJJ^-e^^"-*-* s [33 
tS4^t5jA#"C^5 [2 33 l£fB*t<©*ifc. 

[2 53 ^^^^^^^yfBim^^^fittfliM-efc^, «ttHisy 

O^W^RTfc5 [2 33 HUBUfe©;^. 
[2 63 3fc©lS«r&tF, *£l!4k#^ [33 iclEm^^'^KSfctt^^K 

[2 73 &<&Ifi*r£tr, C33 ^IB«feO^^Vir*^:»4^^Kt^-r5« 
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b ) Mm t tm \.xm&&&m&&i*^w&i\&®*:m®.-rz>JM 
[2 83 VKoumttti, [3] \zmm(o^>y<^v:t^(DV ^s^y t(D^^m 

a) wi^^#ftTT [3] kie*^ fcray*:^ Kt-toy 

[29] y # > K-a* w if* y v y # > ksi-5-c fc 5 [28] j^fBtt w^fe 0 

[3 0] &<75X?t£^t<\ [3] »CfS<ft<0*i"<* Ktco^^PJ. 

a) [2 8] JCiSijO^&KlcfcoT, ttlft-fb'^feO [3] WE*©* 

b ) Mm t #m Lxmmmmm^m^^kmit^^mtRi-^jim 

[3 1] WXM^ts, ^mt^(D [3] fcfBgtc^ SC ^ A- 

a ) fufS* y KO#7iT^7c«^#&TT\ fcMMfc'frttfc tt! 

[3 2] &OXg£-£tN [3] lZ^m<D?^;<tniZ£Z>^?*1-;isfcm*m%&-t 
a) [3 1] »CfE*©^?SfeltJ;oT, *tt-fk"&4feOlWIE^ >v<*K»CJ: 2r> 

[3 3] 2fe^)XeSr^tf, [l] {-fBgtO^y v-*^" K^Hia^Ptni-^Sti 
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a) mm^m^^ETT ti3 !-fe«o* o y ^ ^fKOTtsais 

b) fulE^y^^ W K©^^^iSt2>Il^ 

C 3 4 ) &<DXg£r£tp, C 1 3 lc|B*K©# y * i? K©383RS:W«-f 
m<0*t y --^^feo 

a) [3 33 ^lE^CD^fe^^oT. *$tMkl^<D U3 fc1B«l©#y^^ 

b ) MAS i Jt« LTWIBffittlcJSSr^-r 5«H'fb'fr»Sr»W-t-5XS 

[3 53 [2 73 u:iB<&<£>;** y --ymtiotllS zk&x~2 Z>Kc&*te*. 

[3 6] [3 03 tenant©** y-=>' j /*«fefcJ:oT»sri:3ftS'C*6'fk'S'»* 
ux^tf, w ir:*-y >fc w t^y ^y^^Ki©tt«friswJ. 
[ 3 7 3 [3 03 *fctt [3 23 D-^^feiaom:W s X't?) 

[3 83 [13 ^L<te C23 tel3<ft<0#y** [33 {wism^^eK 

[3 93 [13 tUtti [23 ^^:1B«^ro#y^^^'5^■^■K<o»a* s afcaE^Fi^"Cv^5*^ 
[4 03 [13 *fctt2.fcl5tftO#y K##3feftK:2£A$;h/T^£K [3 

[41] ftttBMSi y $ -V ?-^7 £ ;i'W}$)-e&>Z> > [40] icfS*t© h 9 y 
[4 2] rtHtefc&O [1] [2] ©V^tb^lB«fe<0#y^^V^KO 
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U 3] te<£3frl5^as/ ^*^^£*ITV^ [4 2) KHE<t© h7^^-y 
[4 43 [4 0) [4 2) (ClB^O h 7 * *§£t: hffitftfeKlA 

#1-5 anus. 

[4 5) ^©XS^-atf. [1) SfcMt [2) HUBB©*!)** K©rtHtt 

a) [1) [2) fclfflftOs*!)** U*?" K©rtEgtt^B*- 

b) UaK— i?— ate^f-O^a^^SrSS^i-SXS 

[4 6) BufB^m^/6 s . [4 3) ^fEgj© h^^v^^^t hWtSfo&^fc 

ttC©»4fcH:**-t-5jNlJ!&t?ifeS [4 5) fc|B«t<Z)*ife. 
[4 7) &©x3t£"irtj\ CD [2) teisfcoatfjJja* i/i-f KortHtt 

a) [4 5) ^fE«4^^Stc:J;oT, MHb£-^<£> [1) [2) (e: 

[4 8) [3 4) % [4 7) fc|Ei07^ JJ-=>^fetJ:or»5wi 

^^w^ [2 7) ^fE*4©^^ y-^>^&(aoT#?.ii^-et5 

tt, [3 0) \zim<D*t D miao t#5 i i ^T'# 
3Efc#*9Jtt, C3 0) $fcf* [3 2) ^7 ^ ]j ^ifet J; ot#§ C i ^ 
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#«rJ»-5i-*xe*-£t^ »J«li^4E5t**^B8i-S 0 Xfc#3893ra\ [34] , 
£/cte [4 7] H!Bf©^^-^y^MiaoT#^ri:^T^5^^ 

km-*-*. 

[3 o] icfs*^** y -^y^siacr#5; w t" 

*!> W t'^-y >y Kfc<o3ft^M*Jw»i3tfc*s»t*«ffl»J:Hi : S.3K»c 
#3§i?)3te> [3 0] ^Tctt [3 2] y-=.^^«felcJ;oT#Swi:is-c# 

»B^^ffiill3W©JKa6J!:i3*t5«^fcBB1-*- Xfc^SBSBtt* [3 4] , ^fcii [4 
7] »cf5«to^^ y-=^#$fetiiJ:oT#*r.£#T#3<b'£4to©, Ci3 KIB 

Mi- So 

»m*»Jfea»k^fc]©*&fcJ: 0 ^D-^ym^t^T'tS (Nucleic Acid Re 
s. 16:7583-7600, 1988) „ *flcfi*J^tt, »llt*al»^*»JSi UTHUIX UfcRA* 

^ovm&z&m. vtzmmz&%i-zmmm&frb#iiti l^rna^ t £ ^ c dna^ 
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-f77U-W (Nucleic Acid Research, 16, 7583, 1988) „ IB?lJ#^- : lfc 
^b-fSL (si-5) £<D^#ttK:a^T^^£tL5o rftfc>*>:*358>3Wu SL 

(Sl-5) t(DmM±^Hm^.^^y t:^y ^^I'fJt^'atfc ^ftbCD^^fi, SL 

(si-5) £ IS o x^i^ y/^f^^!J-=ym:ciaotS 3S#T fe*t 
Ii^lca*?t5iii s -e#5. fct^.WE*3BK#fe* s JtmLfc SL (Sl-5) 
H»!){C^U7cJ; 5 l£W f^-y ^ CDcDNAfC&^T 1233-1592^ g {CffiS-T5l20 

j^-^-So SLi: LTfi accession number AAA65590 (nucleotide accession U03877) N 
138449, NP_061489 (nucleotide accession NM_0l8894)s NP_004096 (nucleotide 
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accession NM.004105), Q12805 Sl-5* >v<*SC"*\ -ttlb 

MoJ. Cell. Biol. 15, 120-128, 1995; Heon, E. et al. , Arch. Ophthalmol. 1 
14, 193-198, 1996; Ikegawa, S. et al. , Genomics 35, 590-592, 1996; Katsan 
is, N. et al., Hum. Genet. 106, 66-72, 2000; Giltay, R. et al. , Matrix Bi 
ol. 18, 469-480, 1999; Stone, E. M. et al. , Nat. Genet. 22, 199-202, 199 
9) o 

OfEKKJ: !9^BE-r5- 5ftL ISfl^OJgBfiWftitfcH^As fo£VM3>Y 
T&tK EfeffM^i-^V^Tfi Apical Ectodermal Ridge (AER ; ^KSITKti) 
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* T £ h *3i5©ttT fiai5£ UTt>5it #?fcfg $ ;h,fc 0 ]Eflt ft fl-fl^* 7c ttE3& 

ixfcy ytrv Mbte-^«F*#iBjiatc*5v>T, see* y * * k#=— Ktsi 
7tmt e j& s *b*& ^ti^rticiott sfcBi- Swims. 

— o©&te^ttfc^tt%*ii#Lfcw tr^-y ^©i&rJt&'&tp. w ><o£Ak 

^^^SttcD^^^ N ^^^^^o^b^^^fet4^^UTV^6^i|!o^wOV^T 
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Oi^) ?r7'D^i LT^^ y— — ^-rtU2\ tBRIttOrtSV^ttaiEJilSr^ofc 
DNA&* a— =y^t5i tjftSprtB-ejfeS. r©i5«5'f^!)-itm IB 

NA^ffi5SBSteS{w«tS^ai^<oa4fe^ s *PbixTV ,k 5 (Proc. Natl. Acad. Sci. US 
A., 79:7258-7260, 1982) „ r.O*ife"Ctt % JC»4ri»A L*iV^^ ^ f Srffifflit 

gapped duplexjfe<*iSfcS (Methods in Enzymol. , 154:350-367, 1987) 0 ^^£r 

J: OiJOWf UTj»Wk$.*fc^ l*«DNASr, iufB^ l 
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*.tfys^ t/i-=¥=>, t^^v 5 ^) , Brttr^yift (^x-tfT*^^^ 

flsH* >v<* Kfc £f«r£t>) *fc»4T* K5t^ h*#T -y if «r£tf) 

IB?iJ#^§- : 2 fcHB*fe©T 5 y I^Ig^C^T, 1 ^ L < 5 y WtiK S 

(polymorphism) Sr*i"S 0 ^ O^gSMlfc «t ot4 C^SSS^J 
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$ixST$yiftE9ll*riB?!l#^-: 7tC^Ufc 0 E2PU#* : 6 <OiSSiB?!lf*x E?U# 
1 (d*5ftS1293-1295{CtlS-r*gca*^»LTV^5o *©*S*n E3W* : 7 
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h V isiS^^hft&ftbl*. Mtftmatmz-lt 6XSSC N 40%*/VA7 5 K\ 
25°CX*<D<>^ 7 V ^Vif-: >3 1XSSC, 55°CT'©?5t# £ V>o^#Sr^-Tr 

W 7" V #4 if — «> 3 >&mm~t% £ £ «fc o i: *.fif fc b ^©ifeii: 

*s # s w y d = — K-r -5 y ^ ^ p<Di¥-Mft'*ii£xh 

=— Ki-s* w-^ffwu isnr, t fwwuy as?u#-& : 2) tT^y^ia 
fc ^sia^'j^T 5 y mnm<Dm-i*.fc, f v b zmm ufc** p s*-tfe 

5it-»M h&jflJJBLTfr 5 r.i*st?*5 C^J^l^B^DNAx— 9*\s9 (ddbj) (cie 

l^T, FASTA. BLAST, PSI-BLAST, &£Tf SSEARCH ^COtB|W)tt^*^^J^-e# £ IM 
jLViBttmT*—*'^? (DDBJ) <D*7=.zfy-<4 b(D^m\Wi^ (Search and Ana 
lysis) S J/ ; http: //www. ddbj. nig. ac. jp/E-mail /homology- j. html] 0 ^fc. 

National Center for Biotechnology Information (NCBI) {C*5V^T S BLASTSrJB^ 
*Ltft*Sr^T5^fc* s "e%5 (Wx-fiNCBI©*— h^BLASTO 
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^_v? ; http://www.ncbi.nlm.nih.gov/BLAST/; Altschul, S. F. et al. , J. Mol. 
Biol., 1990, 215(3) :403-10; Altschul, S. F. & Gish, W. , Meth. Enzymol. , 1 
996, 266:460-480; Altschul, S.F. et al. , Nucleic Acids Res., 1997, 25:338 
9-3402) ] o 

0»J;tff Advanced BLAST 2. lfc*5# 5 7 5 J BSB?!)©raH4©*tii«\ ^0^7 
A|Cblastp#JlV\ Expectlfi^lO, Filterfi^TOFFfC LT, Matrix KBL0SUM62& 
Gap existence cost. Per residue gap cost, 3o XXf Lambda ratio&'ttl 
^zfl 11, 1, 0.85 (9*7*^ hit) l-KJfel/TfcStSrfTVV El— (identity) CO 
fit (%) ^#5^^^T^5 (Karlin, S. and S. F. Altschul (1990) Proc. Nat 
1. Acad. Sci. USA 87:2264-68; Karlin, S. and S. F. Altschul (1993) Proc. 
Natl. Acad. Sci. USA 90:5873-7) „ 

^t?c T^-t^tt, St^Ote^Sr^lcia^i-S*:*^, 15-205? ^ u^-f 

< te30^ * K£U:<Z>0l**«rostfy * * to*-?- KT*>5o - Wisfgj 

ttt, A:T (fcfcLRNA£>*§-£te U) „ G:C<Z5££*ta>e>* <52*«Sr»©— ^FO<*te 
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ttirzmj3<Dmzvi-fo tut. m%a&j} tit, 'ptKthimomm^*?^ 

il"fc< £kl5merg*©**«:ffll;*., 1 L tz&mZ&l © T* t , -> 

j \z± y ^\zm&wt&n\z.n it^-y ^ y x-c# s^siejij^^o^^^ 

-2FU *ni£-t & n £ o T g PJT-fe 5 0 #$§93 fc36<3v ^TJi#^ $ tt 5 w 

(synovectomy) K £ V) fmmztfifc £ ftfc*ltffl|*&i$*?& 1 - ©ttlfc^fefflK 



WO 02/052007 PCT/JP01/11289 

22 



%ZbtfX*%Z> (J. Clin. Invest. 92:186-193, 1993) . EHX Lfc«^ b«s 
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f ZUlB.^a& ^ ^.-ft: (recombinant) t LXm%^t W fc* 

HJSffl^^*^ h/-<? ?-7ikt LT(i, »&^**-pGEX-5X-3fc;fcJI§B&5* 

ST) tOl^y^^ft LT^^tSC i:dS-C# § (Gene, 67:31-40, 1988) 
<£>T\ is J f^- ]) n — Ki" 5 mitt A;7cpGEX-5X-3 £ t - h -> 3 y * 

"CBL21©cfc 5^^iittiAl, ia4*»^W©«te isopropylthio-iS-D-g 
alactoside (IPTG) frWNLXGSTJA&i'S tt}) ><D&%L&ti&-tZ>. Wt't 

•>;t'tU>0 recombinant 3r#37c#>4>*;* h/^<7^-|fti LTI1 CO 

dfan «7^Vl^--<^ — SrflJffiUfcJBa^t'fi'ffiTSfoS (Bio/Technology, 6:47- 
55, 1988) 6 P*fLIife(7)M^?iJffi LT, CMV, RSV N £> & I ^SV40H O 7° n 

77^7^^^- 77;St#^/V^ 

^ * -4gt© ? ^ a-* -< * ^ - %mm t Tate^f- a-t -5 r i t -e 1 5 „ 
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oH^t^^-^tt^fe?) (Immunochemistry, 8:871-879, 1971) „ ffflllCBl 

x 5/ ^ ^^^V^/l^i^ U^^W^S^JtSi LT«:#:*ttttJ-J-S*«fe 
t><&*B~C*£>£ (Am. J. Med., 21:888-892, 1956) . ^^^L^MMR^it 1 ft 

So . 
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¥ffe<D (Dtfzmz Hi" S If *B#jftgfc»^te «s IgG^IgM iV^ofc'f'Ay^n 

X, ^L<iii075y mmm. 4 «9 U < 14 1 175 / R3EXd>b& 19 , A 
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P^y ^ n— ^V^t#:$r#5 t>T# S b (Harlow, E. & Lane, D. ; Antibodies; 

A Laboratry manual. Cold Spring Harbor, New York, 1988) % £Wfcg&#»flS£: 
^n — K)*rS?v— ^V'jtftSrWSwt t>"C#S (Kohler, G. 

& Milstein, C. , Nature 256: 495-7, 1975) 0 *c J t D — IrjVfflfcteA J* J T -y 

Syno-P3 (SLALTGAVVAHAYYC/f 2?iJ#-^ : 3 ) s 
Syno-P2 (TCRMDVLRASLPAQS/IB?lJ#-§- : 4) „ joJ:t>* 
Syno-Pl (GAATTTAAGTSATAC/IB?iJ#-5§- : 5 ) 
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y/U-bTv'a^yf (FCA) ^*S— $ffcJBl^*L£> (Adv. Tubercl. Res., l: 
130-148, 1956) 0 m^tefflMX'&m&mQL, &H£ffi<D±&*m^LtL t £ 2>T? 

RAA*©»«#Bjte«rafWi: LTt^M^^X-A (Drug Delivery Sys 
tem; DDS) lz#mx*fo%o *369!K: «t 3 W tf^" V >&IBS**- 5tt#4rftojfcDDS 

ic*5^-c, u ^ i ia !3 fitt^MTi sif i uxit F as 
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<5§iaL-CV>7t 0 totw^yyii, AER*5J;tr*^fl2lWil**IBJ6o-^— * — 

*^bM^I5R*IBfla*»b«x WMfrt (in vitro) *;fc.tt:£#l*l (in vivo) 
V^T, fl\ tJrPh Ms BbJ$> 'HXXPWffltOMH (stroma) (S. 

A. Kuznetsov et al. , J- Bone Miner. Res. 12, 1335-47, 1997; D. J. Procko 
p Science 276, 71-4, 1997; C. M. Thompson and R. A. Young, Proc. Natl. Ac 
ad. Sci. USA 92, 4587-90, 1995; A. I. Caplan, J. Orthop. Res. 9, 641-50, 
1991; A. J. Friedenstein, Int. Rev. Cytol. 47, 327-59, 1976; M. Owen and. 
A. J. Friedenstein, in "Cell and Molecular Biology of Vertebrate Hard Ti 
ssues" , D. Evered and S. Harnett, Eds. , Wiley, Chichester, UK, 1988, pp. 

42-60; A. J. Friedenstein et al. , Cell Tissue Kinet. 20, 263-72, 1987; B. 

A. Ashton et al. , Clin. Orthop. Relat. Res. 151, 294-307, 1980; I. Bab e 
t al. , Clin. Orthop. Relat. Res. 187, 243-54, 1984; S. E. Haynesworth et 
al.. Bone 13, 81-8, 1992; A. I. Caplan, Clin. Plast. Surg. 21, 429-35, 19 
94; fflz.\fGenzyme1±(D$ ^y'-y-J h h&f$, http://www.genzymebiosurgery.com 
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/) . 

myitis *Mbmm^mjin*pim^ft\zte\,^x#fc&i£s mmnm^n (adi P0 

cytic lineage) , $%-WM& (chondrocytic lineage) , *5 £ U^EBIS^'J (oste 
ocytic lineage) (DM&% : fcj&&l£Z> - 1 ^T*# ft (M. F. Pittenger et al. , S 
cience 284, 143-7, 1999) 0 

)/^ s ^y-^IJ^ *3 ic>V ^ i9ff2§i-ft C £ #-C# ft (M. 

F. Pittenger, *S#f^5827740^-, 1998) 0 tX'WM^^iti^ #>JxJ£\ is 
<L^C£ ^^a^^J^^L-fc^, jfcft^^&^iM*-? transforming growt 
h factor (TGF) -03 "CMa*"*" ft ^ t ± 9 $ *S - t A S T?* ft (A. M. Mack 
ay et al. , Tissue Eng. 4, 415-28, 1998; J. U. Yoo et al. , J. Bone Joint 
Surg. Am. 80A, 1745-57, 1998) „ IMMS^W^Mbtts 10% £ v'E&JEjfct* 

^f5-i#T*#5 (S. A. Kuznetsov et al. , J. Bone Miner. Res. 12, 1335- 
47, 1997; D. J. Prockop Science 276, 71-4, 1997; C. M. Thompson and R. A. 

Young, Proc. Natl. Acad. Sci. USA 92, 4587-90, 1995; A. I. Caplan, J. Or 
thop. Res. 9, 641-50, 1991; A. J. Friedenstein, Int. Rev. Cytol. 47, 327- 
59, 1976; M. Owen and A. J. Friedenstein, in "Cell and Molecular Biology 

of Vertebrate Hard Tissues" , D. Evered and S. Harnett, Eds., Wiley, Chi 
Chester, UK, 1988, pp. 42-60; S. P. Bruder et al. , J. Cell. Biochem. 64, 
278-94, 1997; N. Jaiswal et al. , J. Cell. Biochem. 64, 295-312, 1997; S. 
P. Bruder et. al. , J. Bone Miner. Res. 13, 655-63 1998) e 

Sfc, £#rtfc:j8l^-Cfcs m^i^itmn^M^fD^^ (in utero) -CD^ 

mzxv, tk#»ua, mmm&, mm&, >bmm, n-i&mwmm, mmmmms 

-"^Hb£i£ft - b 2 s "C# ft (K. W. Liechty et al., Nature Medicine 6, 1282-1 

286, 2000) o :nfe©*ftfcJ:!), ^«$nfc*^bMSI*iNBJ&*»fc. Hm^ft 
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Mtci/ y b'^-y 4 h p (r^oV^T^•/tlSM^oil5il^^^i3S | Ji-2> 0 

»jit*iBja<oii5it«r(EiJi-r* y ki^u, w t-^-y 

i) ^^#co^{$^^^#^E-r5RA(D-v — # — Srtftttrt" 511, 

ii) ii) II i)©*ttife*«rs RAiM.5i#»t*xa 

• ->y t^y f^-y *jM66*J*J:ra**^^ K> 
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*5«fct>' 

b) ttllMb^4fcfcl!tIfla* fctt^:/^ K£©**# SIS 
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•S. -W^LWTitJlRtO Two-hybrid system £f U «4i U = - r"f 
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£ cal£^£f£^ift(-ll.«-f -5<£T\ RA©»jKiBBJteoli3**^*W»J:«if|i9i-4&tt 
*s*il#-c% & 0 w v£$y$rT5 y Ktts w tr^-y yfiJWJ, 

tt#^fifeiE5i*!Ji: UT*fflT*>5o iiJA^tli. W Cd-y >-«r«l««rt-5 P # 

t (D&<& & mm-r % m^to^m^. *j «t mt^m <d * ? y - - >- ^m^mm-t 

5c *38Mtt36<5< % w t^y fc'^y ^y#vK£<^£^£&E^i-5?£ 

a ) W-fb^#^ETT\ w t^y >fc L< ttW t^y ^irtBltiftlwIWfcS 
b) fUfE^^^W^/cfi^y^K^^-r^y^^K, ^.fclVSfcfi&Sfcfc^ 

a) ±fs^tB27&K:S^-c, iKMk^ftov; t^y ybKftw t'^-y >k 
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Mm t ®mk&<to<o*&&TtxM a ) tm wmzft oz.t mmx 
k*h-st fi: L-ximi-zikG-mzmz^ ti>x%z> 0 w t^y v 

<D ]} jSls K<t LTIJ, ^Jx.^MMf-fB«j^SL (Sl-5) ^^5^irm§ 0 A 
ft^iCfi accession number AAA65590, 138449, NP_061489, NP_004096, tLtcfe 

Q12805 i^^ti^si-s^^^sc-^ w ttv ^^>y<^w^^-r^>m^ 

ZJ%i-Z>my, ^ilib^miSlVtc^^^^M^^^^ t&X£Z> (Lecka-Czem 
ik, B. et al. , Mol. Cell. Biol. 15, 120-128, 1995; Heon, E. et al. , Arch. 
Ophthalmol. 114, 193-198, 1996; Ikegawa, S. et al. , Genomics 35, 590-592, 
1996; Katsanis, N. et al. , Hum. Genet. 106, 66-72, 2000; Giltay, R. et a 
1. , Matrix Biol. 18, 469-480, 1999; Stone, E. M. et al. , Nat. Genet. 22, 
199-202, 1999) „ W tf^JJ Z/bisJ Ki©g«ll mmt^^O 
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£fc, */J ttV Jf*s K"C*>5Sl-5f4 x Malattia Leventinese (ML) joJztK 
Doyne honeycomb retinal dystrophy (DHRD) (DBWk&^fo 5 - 4: /^G&^tl 
TV^ (Stone, E. M. et al. , Nature Genetics 22, 199-202, 1999) „ ^}lb<D 
(drusen) fcH¥tftLSet**B«:^Us MH$i^t43E (age-relat 
ed macular degeneration; AMD) i « Ufc5£^^^1- 0 Z.fob<Z>Z- bti*b, *S J 

a ) w if* y > y ^ Ktf>#&T£fcte^#£T-c\ ttn-fb-a-* t w tr* y > 

SrJ*Htt£*5X«s *3J:^ 
*fc*»59tts &©X?l£-aij\ W tf*y ^lii^SS'^/HSJfe&WftS'*"*® 

tJ;v\ 3=7c, mi^l^b^^fctH^ vV f*y ^tiS^^veJtSr 
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•5) 0 

V <b *BJ5a*85» flsfl? £ mi- 5 r £ ^ b J V > £ ft L ft is i^HSit £ fc 3 

3-ui/^2r-t— if > (VEGFg$g#\ PDGF^&. HGFg^ft, EGFg^tt 

tux) > 
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i? V lsJr-ls*i-— if > (TGF0 g*#?5c if) 

tiu<t^ y vie j; -> ^-tvws jt^M-rs r i a$-e# s 0 c (d t # , 

w e^y ^y if ^ Ktf>#£TT% t *sj 

y > y # >- Ki^oxh^- £ *ls w y >- ^ v-^-tvMk^ic-^x. -s 
W^^of^^w^-rs ri^ta. Mr&ttfcte^ w t-^-y ^y #v 
jzs^v t^y ^}-^-rs^^/W5jg^P£#, ^/tf^p^iji-sstt^ffi^-^ 
rims. ->y tr^-y #>Ki t-ctt, ^mmm^^^x^bnta^ y 
\?*y vy^Fsi-s^v^r feswiw tr^-y ^y^'^Kco^ 

#STT«k^t)^^I iiCi^ J: 5 W t-^- y >- 
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^K*t?jwaWK, ^>v**JC£SDS-APGEt?JRHU 7 4^* — ^u? h L7t#, 
^IMb^n^ftttft^&ffl^fc*"*^ 0 y Ficio-CieiM© 

&swi> w t^y y©SJfi*5 y ^ftieftiaits y >^b<ow<^ 

roaE{b«r#jiwfca)3ti-* - 1 So w t^y #s y ^it-fbins 

^77^ -Tifj* ut 0 , *> s i y ^g^b?- v >fc * * * * >^ 

±ie#8: k/b ^ s fcirn ^nn^ (#1 * rtf) k v- y fc'^i- y 
y ^*Mb*fctti&y ^@^b^^^M&Ti-;mi\ c^b-a-^ftw t**y 
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{bv'.^^-^^^tf btt^o SfeSWit^SU^^T-^ (SMART: Simple Modular Arc 
hitecture Research Tool ( t? ^y'^^f Y ^#31 http : //smart, embl-heidelberg. 
de/) Schultz et al. , Proc. Natl. Acad. Sci. USA 95, 5857-5864, 1998; Schu 
ltz et al. , Nucleic Acids Res. 28, 231-234, 2000) KlJ:9s v-yt'tlJyt 
Ring finger ^=5— ~7 (Joazeiro, C. A. et al. , Secience 286, 309-312, 1999) 

- tftCflqSE-t"5C £:^*Pb*V0^5 0 ^TcRing finger 7tt s E2^-tf'=^ 

t tw«k <9 f^-y >©^m>!J #~£?§te&tfeth|-t--5 - £ (Hashi 

zume, R. et al. , J. Biol. Chem. 276, 14537-14540, 2001) „ 
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h t LfcH^two-hybrid;** V — =■ ZsfftWZ. X^XmfcTZ) Z. b&X% 3 0 IpIJS 

^ tf ^ff «C i i oTffit 5 : tifi-C%& (Yokouchi, M. eta 

1. , J. Biol. Chem. 274, 31707-31712, 1999) 0 

fc5i^f*E3=- tf^^^y if ©a«WSr*Btelc5iffi-^5 w t £ 9 , w k'^y 

k'^-y >'^J:S^^^ai4ria#i-6'fb'fr*tts»illi^l5a«i: ttt 
ici^ RA^f if ©»BHt^Sr# 5 £ AOTBfc J: XfftWZft o z. t t^m t ft 5, * 
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D*3SK©DNA03Sa j ^»1S6SrWl#J"*"a loss-of-function ^ifefc^&i 
^!rlit5:^ s "^5 h7^i/i-^^^t hWfttttt«r*#i'5o3E£© 
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U ittS'J L/cESftBI££3:«0P (JftffiJft) fc"^ ^ o a Vl£ £ 9 >*A U 

T *b «t V \ 

Rtd J: t> a# ADNA COfaW ^VliWT <5 (Brigid Hogan et al. eds. , "Manipulating 
the Mouse Embryo : A Laboratory Manual" , Cold Spring Harbor Laboratory, 
1994, Gordon, J. W. et al. , Proc. Natl. Acad. Sci. USA 77: 7380-7384, 198 
0; Jaenisch, R. and B. Mintz, Proc. Natl. Acad. Sci. USA 71 : 1250-1254, 1 

974) o ^M^m^te^-tim^zritc*? y^mt>^h\%, lE^mmt^MOr^^. 
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7° a * — £ <75 # y ^7°^- V* = — Ki~ 5DNA t (D ft m— M^loxP 
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Si/SiSL^afrfc^&s 5S^3fe»4^^*fl*-iiA/t? f^^v^-^lbfei: U r.*L 

w tra- u vate^T-Sris^i- 5 s** - s> * testes 5 Mfils 
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(Sl-5) £ML/DHRDfctf>BRt«J: 9; W irtf->> ^*ssL©#BI&rt i^i/^ueJSfcBB-^ 
i" 5 Wilted fcsrticj;^ w \*nr v>; y?7<y h ml*s «t o'dhrd 
0*^/^i:*»9#<5. «*«5*§|»#«6<K »*»4$JW«lfc:W t^y vit^^r (sfc 

* y ^a^o^ii srwflss-t- 5 sttotft w-r 5 . 

m<o^? y >^fe-efc 9 s a ) _kts/ y ^ >m^tiity y*4 ^SNMSic, 
ttlMb/&»&5SJBl-5xg, b) ^-^-tgfo^ii^/v^iStsii^ *3 

lis £^ir27fe-efc-5 0 



WO 02/052007 



46 



PCT/JP01/11289 



m^f»ajH\ ^ra*t, tt^rtaA, 

&4b^4&#*fc^-C«fo-5»'£'rt\ naked DNAt LT N Ffl© h 7^^7x^ ->a >' 



WO 02/052007 PCT/JP01/11289 

47 

Ti55t(-^$^TV^jfij5^fi,^^->-y t^y >jt^i^-efeoT^ J; < , 
a ^ - ^ — Stttt . M z- &TM\^& £ tLT V ^ 5 iS-e^- O cDNAHTJt ^7"o- y 

£ 19 f5=M-f 3 ^ t ^T't 2) e ^*W~«l£^C#K:fi5iJ!5Ste&< , LacZ, ^07^ 
7x- = — ^TirrvU f 7 y^7x7— £ (CAT) > /i-v/7x7— i?\ GFP (green 
fluorescent protein) W&mifZ>Zk&X*£Z>o W Kit ]) >mfc*<DWJl*& 
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^#K^S#^f±#^ l il 5 S(i^< , in vitro"? i^M^^^D^^tf 
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iiLTffiv^5ci^t"t?.foWS 1 b-£^ zmkib^m t1rz>z.ttf-?%z>oft 

m t L-mjbts t mm. &m\?&yo<D*iF&T~?JM a ) t m csmwt o 

$f > zniy df-^K ^VSf^ ^>n^7\ ^fc«»^A^^i:"^ffi-I:-fc'9#^ 0 

mft&iti. »m\*3&tt, STSit, ipfi^ TOrt^A, -toffe©^si#t^ 

^jiJfc^m&^ftm&fflfcX <9 1 B (Dm^Mb LXfoO. lmg/kg~,ft)l. 0 

g/kgs U < tei&O. lmg/kg-HftlOmg/kg, =fc <9 L < lmg/kg~^l. Omg/ 
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mitt* ttmrnmstiishm \z. x s << a y * * u > ^ k *s # 5 = n - - ^> 

EPte®i|5i£ftfc'^ K&5Si\ ^^KO^^fctt-bJ^fcHU^ ^220, 185, 
TJ* 140kDa-X?feo7to 

BB7HU »«fflia^?fti«[jNBi&tn:jiiL« (a) & j: vmwfcftmmmfc (b) « 
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ic J: 6 ^ tti^* * ^ ir*- Y 9 v 5 ^" ^ 9 ^ © W -C fe 5 o 

Ull te.SLOcDNA^D — ^ifsy — yrV V ^fe \Z «t 3 HHKttlft 
Ull 2 1 [ 3 »S]5'<A'LfcHA-W If*- y V-HAHAfc GST-SUB^* i^*5£££>^ 

mi 3 n ?»»*iBte©it5itte*hi-4->y' t'^-y >©j&«p&mttt ^ir-f «l 
nii4H w t'^-y ^atfi^f-ifrTJB^**— ©*3ft*^i-Bi-ca)5o cmv^l^ 

So taFlag*-/ (Flag-tag) tftflcKlJ:!?, Flag* fM^ W y ^SE Sf©M 
Ul l 5 ft, W t^y Vit^^W b9^*^3L = s/*^?*tf)|Wfli5ifc&M"^33f 
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@i9H w tr^-y ^at^^a^^s^-^w ^^^-©flHt^ 

-TSATG= KV; "*" -e^-T) (ciacZa^K^^r^AU, tf&^j ^ *>a 
-^S^aT^tWi/y« (neo) »^iALfc 0 *fc^7fj)7 
«5jfA (DT-A) jt^^^^^^X^^-feV^^a * — Ufc 0 ft Rife 

50J&1? (K^XiM.^*}*) «fc«9DNA&ttmU Pstlf^^m^. HI 9(C^Lfc7° 

02 1H w f'^-y >it<5^^ii^ ^©y-fv^p s> h^^^^^^i" 
¥K-efc^.o if^M (+/+) v wk*t!)yS^7D;y^7n^^ (+/ 

-) N idXW^y y?T*? h^£* (-/-) <t ^mRNA^ttttiU W y ^iHS 

5 0 J££l2. 5 0 fcteE£l3. 5 0 C0m±m& J: t>*^T- a ^iS-v r> * £LacZl£ J; 
& J: AS^fifc glM&t£5£ < b fiito 
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. WtCSSttSW If* y Xylite N FGF4 N BMP2 S BMP4 <£3§?S£ TO, Apical Ect 
odermal Ridge (AER; ftmMWk) fcSK HW> b*Lfc 0 

1212 4(4, ^7 t n^4R-*'£;*£>fl££l3B#&£>R^ (limb bud) ©3MH0.fr ©Lac 

(# • t*#©J*» (c«£tLT^5„ *yv?t;Hg$ x40 o 

-^T n ^ ^ ©M13 B ftOfef (limb bud) (D&t&Wft <DLac 

(t • «t©JSS) te$8ffe£*LTi^5 0 x200 o a, B.teXX* C 

HI 2 6t±,Jte^l2.5B*fr*3J:t/Jte^l3B*#H:*3»'t5*>>' t** V ^Ste-T-Jfc^tl 

^ $ x<nm%M&7*~f?*Mx*hz>o Jfe±i2. 5Bttt:fcJ:t/Jte&i3BttfcL:i3»*3W tr 

127 (4, i&^i4. 5 p sfitcastt 5 > y if* y •> * <Dmmmz^-r 

btl7C 0 

H2 8ii Jfr^i4. 55#coi/y t-*y >-ai^*^^!>*©^J&^23tf 3L 
acZO^It (W t'*y ^©3S9iSrR») ?r*i-«T-*>5o ^Ul^!?^^ 

12 9tt,l&£l5.5B»©W t**y ^3te^a^^^O*3lS!*^i-Wt? 
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£oT^£,$tu$^#*5£?J ; Ty if y yi^y Kfc: £ oTM §^?>M b7t^ 

/V^^V>fc-7^^Mti5^^7 i >^^i-^-C-fc5 0 m±m^$* [373(+/+)] Sfc 
ttW bf^-y >Afp; y$Tt? [372(-/+)] ^^L= 7 — ^VtrCf*^ ^ *r 

;vmiTM4te^t (H* +) o l&B&toVi&St**?* (-) t>«* 

ltc [371 (+/+)] o *<d&m. mmtxvm&m^ mncomm^xn^thiz. 
m-±m^it^>y t^y y^ro; y<?T*? w£ ^-e.^it-efoofcoi-^^^s 

®3 2te, W tf^-y Vit^^Ml^* (I3dpc|^?) J: 9#£>n 

/c^D^*MOLacZ^*3 it)«7^->^ ^^VU~^fe^^i-^T'fo5o LacZ 

5r^«t§„ ittttfti (pi) 0 

i3 3li, 13dpc^ ? ^l^^fe^ i K> # bn<7tH3W#«.^LacZ^-fe?r^i- 

¥*-efc5 0 (+/+) , w f^-y ^i^fo (+/-) * (-/-) 

f©yj/^-f» T-^^LacZ^^^b^Sc Hft*l (pl) o 

|3 4|j:, *sj t-^-y v^t^^D^a-^^^ (I3dpcjte4?) ^OK^i^^b 
nfc^ftitft^Jj&^LacZgfe'fefc JH^TA-v^ V7>-M^^t^Xt'$)5. Lac 

ZKH£<&= n (l-ftfr-fcw V y&mm) t tvv*>-* ^/u— SfefeRitt 
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v\ m^m (pD o 

ID 3 7 He, 5? ^teftOK^j; 19 # b^tcDMflllS© von Kossa&fe&^l" 
Wt?fo5 D (WT) > ->yW^I€^7D (Hetero) (H 

omo) ^a^!>^*3!50#fflJfedS^$tlTV^.5o W tT* U ^Stfis^^*"^ £ * (Ho 
mo) tCfeU^T'fr^fife^WiSTiSWfcfe^^o Hfrftflfcl (pD o 

§tb:/c 0 LacZ^-fe (overnight) £^TofcfL h 3" > P (HE) 

[21 3 9 11 W tf * y >a^^^T n;y^7n^^ (lacZiil^y 3> * <4 

14 0(t •>/ t'^ iJ yitlE^f d / y ^ 7 ^ (lacZifrjE^y jy^^ 

H4 1I1 Syno-P3Sr^Lfc^«>^JfcMOELISA©3te*%*i-E-efc5o 3<B# 

(No. i—3) frbntzskm*mmLtz{%mxmR\^rEiisA*ft^tco 
ojtrn m*p. JEft) vttmizm^tzo 

(No. 1~3) ^b#7cJ&vf &E*Lfc«*^#3RLTELISA&fTo;fc. 
©jfofll flat". 3Ett) ^^B?J-fflVNfc c 
04 311 Syno-Pl^^Ufc^^^jfD.mroELISAO^^^i-ll!Tfo5o 3fi# 
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(No. 1~3) ^fe»fcjfa.»*rBI^Ufcffif*T?*3RUTELISASrfTofe. 4¥ft&-*r'>X 

(214 4M\JfiW t-^-y ^ d— ^-^#:^J;5RAfe«i;t) ? 0A,##S^itI^B 

^V^^f^uyTji/? (a) *5J;tJ<M^^#. (B) ©j^m^^i-WX- 

ftfefiDtt**^-*-^*"?*^ ^F^i/JJy-x^ (HE) Itefetefc^Lfc. 
H4 6tt, ->y ifi-y >©S B^t'^f ^bgtt^^t?X"efc5. flag-w 

f^-U^^, GST-HA-^f^-^V, ATP, El, *3it^E2<7?#^T*C^J5^^ ^FLA 

Gtt^feitJNftHAi^wcit) w t*^-y vwn-t-^^wb^^ttiufce ce: «tt 
c^m^j i ] ^mmmmKM.m<D^m 

millJM^ #Wft#WT*phosphate buffered saline (PBS) T'gfc^Lfc, v$fe^ 
Lfcilffl»**&5mmi[* , 0^:# $tCjNB»f U 37°C, 20# 0. 25% h y ^->^/PBS^b* 

M'ffjfil^*"&tP^I^ < 3'=5fe^— ^/Hff*ft (Virology, 8, 396, 1959) (10JGFC 
S-DMEM) SrffiV^»»U #BUa**lffi©anfi'>^-W'±t?, 5%C0 2 , 37^, 24B#ffi 
*S3t Lfc 0 if #±Vf £i#T, 10%FCS-DMEM£/J3l^T?5fc# L^*«Sr® 19 » 
is l^tcMS k LtU «>^9-A*4*»Jllt*llll!8SrlSl#Ufc (The Journ 
al of Clinical Investigation, 92, 186, 1993) c i§2£ £*LfcM&7°~^LT, 

IX 10 s ^<D&#£3jT>fllg*Bfl££slO%FCS-DMEM 20mLHl!B» bX76cm 2 CDi§#7^ 
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•j 

#»fclJfcofc£ £ 5"C«Fifi*l»# , 0. 05%EDTA/PBS<bO. 1% h D ^»/PBS*7mL-3o 
0$fegEUfc:. ^»li®B9raiH-C^H-6iHltfofc„ 60 g £-i*-=¥© 
*H$*Jlll»*^l8tU*:.lii»fc»4«#jWi: bXO. 15i©7^bt h J) ^A^iDx., 

wmmmmshm t u x 4°c x~&# u fc„ 

^Jfe^ii 1 Xl#fcRAB#10^^^V'fli*ffl^* i bAcid guanidine/phenol chlorofor 
m&KlXtotal RNA^ttffiU poly T hT— X«rffiV^RNA^r*»ftl Lfc (Analytical Bi 
ochemistry, 162, 159, 1987) 0 lZAP-<**- (STRATAGENEtt) SrJB^TRAA* 
'?tlMMS©cDNA7-l'^7 D-S-fftt^l'^ilfco picoBlue immune-screening 
kit (STRATAGENEfr) ±W,MMM 1 ^^JMJ£#tifo.?f ^ J; 5immunoscre 

ening^rtfofc (121 1 ) . #b*tfclBte* n -V (7 7-/) 4^/<-77-*^ 
tCj; 9 5 KpBluescript II S.K(+) — £ Lfc G pBluescripte II SK(+)lc: 

#A^^fcDNAO^SIB^lJt4M13PrimerM4S.D'M13PrimerRV (Takara) trffiV^V ? 
— 5^ — ^— ft (Proc. Natl. Acad. Sci. USA., 74, 5463, 1977) tCg^#ABI 
PRISM 377 DNA Sequencer (PERKIN ELMER) (C £ «J Ufc e lt&^tt?tIBt*WlSft; 

^bi&gia^&feEUpolyU) 4 #l£^tp2990bp<Di&«m^b/^L7t (IB 
1 CO42-3031#i) . - ©&£BB?«J&JBV\ tWgBM&cDNAT'f ^7 U 
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b5'-RACE (Rapid Amplification of cDNA Ends) $fe (Proc. Natl. Acad. Sci. U 
SA. , 85 : 8998-9002, 1988) fc. «fc 9 £S *> J V* V > <DUmW& 1 5' -#»tRffl#<& 
-«l>poly(A) + m**atf3031bp<D&mm&&:MVtz. (SB5RI##: 1) o wCD 
t&£IB?"J*r GenBank J: 9 i?— tl— ^UfcSft*s 8B£t©K5«tt«*£*U"C 

W b**y ^(73— = — Fi"5cDNA (I799bp; BB^IJ#* : 1 CD1233-3031#) Sr 
WBW^EcoRIRTJtthoI&S btttB bfc 0 EcoRI/XhoIOWBIE2?!l **4St^ocDNA 
fA**?-*^ S-b7V^7a7^ (GST) |C3§m^ * -pGE 

X-5X-3^^A UTt/^ o — = LfCo W tf * J) >cDNA(D— £P2r#A LfcpGE 
X-5X-3&BL21*Jj§m*f-42°CX 45g>t — h *>a jy ^ IC J: IP >HA U BL2l/synoviol 
in-GST gene/pGEX-5X-3*»^t. r. WBL21 £0. lmg/mLT >" fv' J) trLBlSifiT 
±&*U 0. ImM isopropylthio-j8-D-galactoside (IPTG) &8fcbD UT37 0 CC*Xl-2 
B#M#* LSufBI*^ W<*Jt©»a*R3* bfc 0 3S»i>^IIIifeT?lHJte LfcBL2l£P 
BST*8fc^> lmg/raLy V*^— A^Hfc, L0. 1% TritonX-lOOlC J: 9 RTiSflsLfc. "BTSF^fc 

D-*4B (GS4B) m5Bffl«PBSTifc$* U 50nlfiS5cS!^A'* WPBStC J; t> B ft 

GST-SB^- w \?HrV >v<* ft* IJIfSILfco 

gJ^2-Cl#bixfc^/ f^y y%3- Fi~5cDNA (I851bp;. ffi?iJ#* : 1 06 
0-1910#) CDS' -fci&lZ^ 2&^<D4^7fr^^fcfaJ&W&te (hemagglutinin; 
HA) -tag*ttlNVtzisJ tf^D VcDNA (syno-HAHA) £r N PA'*?-*'* S-h7>^ 
7x7 — £ (GST) fib^^ is* 9 * -PGEX-5X-1 USA Ut7^o-- 

>^'L/Co syno-HAHAsf-fE^^ffALfcpGEX-5X-i^BL2l7cSiM^}-42°Cs 45#t — 
h 3 y ^ tC J: 9 ^A U BL21/syno-HAHA/pGEX-5X-l £#fc 0 £ OBL21 £0. lmg/m 
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lT^t'^V :x£^tPLBigi&-e:tg^i U 0. ImM isopropylthio- /3 -D-galactoside (I 
PTG) L T 30°C "C X l£ 3 H# Pfl LNSfciBfcGST, ca&BKlHA&lfite Lfc W tf 

tyy (GST-v'y tr^-y ^-haha) *w<*K©3ggifc«g!ELfc. 3*^«ife-eiEi 

l|5 LfcBL2llcPBS-e»G?^Lfc^x lmg/ml V V^— AffiHbLO. 1% TritonX-lOO^i <9 
WMit bfco Pli&ffcLfc.GST-W tT^- y V-HAHA^ >vn°^ K^^tPBL2li5tt^ ^ 
^fW^^/^ftyt77D-74B (GS4B) toSJ^PBSTi!5fc#U 50ndGH 
TC^^Vu^^^-^/Tris-HCl (pHS. 0) lz£ V B tf) bTZGST-is S ^-HAHA^ 

25mM Tris-HCl (pH6. 8) % 0.25% sodium dodecyl sulfate (SDS) , 0.05%^ V° 
f^y— ,K 0. l^li-fen-^TJiftltt^, 8% SDS polyacryiamide«£tf3cS& 
(SDS-PAGE) ^ig^Ufcc SDS-PAGEgL GST-vV t"^* ]) V-HAHA^ Z/s<# SCf3u =t 

^0^0 y^^f zs?m\z.£ y-tj D^jKtcte^ufco :©t^pvift, 5% 

tfPBSTMOOf&lC^fRLfc^HA-^y * o— ^"^ttflE (Boehringer mannheimfct) 
ifis 60#^&&KJ&£i2rito KJfcflK 0.1% Tween20/PBSTi5fc#U horse radish pe 
roxidase (HRP) WM^ ^ ^IgOm^T^Wt LtIfit60M«^, 0. 
1% Tween20/PBS-C$Gi#U HRP^tt£^tti1-3 - £ »C =t 9 S WgilR SrttHJ Ufc. HR 
PMteO&ttJtCliECL^S' h (Amershamft) Srjf^fc: (Clinical Chemistry. 25, p 
1531, 1979) „ »*£E12fcj5*L-fc:. JbSEGST-W ^-HAHAM^ * 

[H»J5] in vitrofc:j3»*5£ftW 9 IRto&gL 

is; t*^-y ^31^7-. (@B?lJ#-5§- : 1) <D5|eJBSri|flll»#*EcoRI«EftiU, pBluescr 
ipt II KS-^ ^ — tCjf ALfc (syno/pBluescript) „ -tOgL syno/pBluescript 
(l^ig) <tTNT-coupled Translation System (Promegai±) ^r^^in vitro trans 

lation&icj; y^y/^g^^if i^t'[ 35 s]7-</^i LT3§m£ 
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-frTto [ 35 S3 Lfc W V Ml*> 10% SDS-PAGEM/B w * —i? 

T-fyJ*?- (BAS2000, Fujix) fc* 9 fttfSttfcfcfcb Lfc. *S*&BI 3 Ufc. 
is; t^JJ >l^^b^f rttSIR^tlS f^-y >*>v**jt©SDS-PAG 

mmm 1 T^bttfcRA^i^^ytSiW. A549*fflM*^ Jurkat«4*^r UTH 
eLa,»£$< «fc 9 #$£K:ti£lMnRNA£$£3fc L7c 0 r ©mRNA 1 ,u g£l%T;tf n ^Vl^'M 

£80°C, 2B#W*0;3gU, M&<£-C42°C, 2H#ra0>7' ^ U if-^ ~> a 

^^tTo7t 0 &V^P&ifr7^A-LfcW tr*y ^(DcDNA (1799bp; IBJU#^ : 1 
O1233-3031#) %7°v—7°kVX42°C, 128#W'>'l' ^ y *V ^fS^«D ■ 

-^-^f n >-J^^r300mM NaCl, 30mM sodium citrateTi$fc#-^ l5mM NaCl, 1. 5mM sod 
ium citrate*ttoT50 , C-CSfiE?5l£»**^Tofca B ftj©nRNAttXj»7 -f SrJ63te £ 

• t hm^M^^mm (huveo 

• HEK (human embryonic kidney) -293T 

• hwj 3 xmm LfcGST-asa w if* y (HM4= 

lBlfe^?^fi25mM Tris-HCl (pH6. 8) % 0. 25% sodium dodecyl sulfate (SDS) % 0. 
05%^ Y=c-.# J — /K 0. lWD-fen-yK'^lls 8% SDS polyacrylami.de 



WO 02/052007 PCT/JP01/11289 

61 

ttfc&Sb (SDS-PAGE) \Z&<0&ML1L. SDS-PAGE^ffi^flSSSfc^W-^Kti:* ^ 
V? hn^n I's/ifcfcJ: 0 = bot;vo-^ (NC) KKlJE^Ufco r<DNC 

fflSlC&U ^J^«tn]lfoj#£, 2. Omg/mLtf>GST-*&#W tf^y ^B^^V^^K 
t5%^^rA^yV^ SrJD*.fc Tris buffered saline (TBS) T*1000^^#|R L"Cg£ffl 

*fcft;tfcHK*&EIJ»*tefTofc 0 £JS^£>NCJ8S& 0. 1% Tween20/TBST?5fc?£ U ho 
rse radish peroxidase (HRP) Kta^t^IgGfeift* 2ftft#t U"CillT?60^ 
^SJt&^-frx 0. 1% Tween20/TBST» U HRP$g&£&ffii-5 C £ fdcfc t» @ Wtit 
WfctfcttiUfc. HRPSttcD^ttS^^ECL=¥y h (Amershamtt) ^JB^fc (Clinical 
Chemistry, 25, pl531, 1979) „ i^Sfll] 5 Ufc e 

3yfu-;V^ (|£]5;+GST) m*JV>TRAA**3fe?tll!l*IBi&fc*ffiStU, HUVE 
C*5 il/HEK-293T#BJte»C^a £ ;TL^220kDa^ Kl-^i"^tayfK*BlJ^taJk^ 
0:fe^J&£rGST-g|S:&W y >«P1* U *&140kDa* »> * b 1^185 

b (^H s -**tl240kDa) N fc5^tt7S^yOt7'i = j/ h (#-=F-*#*)200 

kDa) #p£t£$J£*U dO^g^cO^icS^t-t^v'/ t°^y >©#-7-*tt*fo220kDa 

tiZmMVtCo Z<Dmm®ti&t&$?&fc. 25mM Tris-HCl (pH6. S) , 0. 25%sodium d 
odecyl sulfate (SDS) „ 0. 05%^ A"#7° J — 0. l^!itn«-/K*^IU 
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8% SDS polyacrylamidettm&W) (SDS-PAGE) \Z X Y) #HH Ufc. SDS-PAGE^, ifflg 
*WS*3fc^^^»tt, xl/^ hcyDyr^^ftlui^hat/VD-^ (N 
0 li(C|5^U7to CcDNCS^(^>Pf U 5%^^>-5:yV^ IrJD^fc Tris buffered sal 
ine (TBS) lBSM^n j/df-V^LfcflL RA****»fflt*IBJIfi**ft U# 

0. 1% Tween20/TBS U horse radish peroxidase (HRP) SJffitft^i^IgG^E 
fle$:2ft^;flcfc L-CML, lfl*WMfeffiRj££-e\ 0. 1% Tween20/TBST8fci* U HRPtS 
tt^^l±S-r^) d i \Z X Y) g WRItftlilLt. HRPfSttOtfctHfcteECL^ y b (Ame 
rshamlt) SrJ^fc (Clinical Chemistry. 25, pl531, 1979) 0 Sj**£r|g| 6 L 

Vt»J!S*alfD.M^^V>7c^^-fe^tTo7Co 1% «7^/^ (BSA) -C30#7* 

^LfCo y Kfctt, 1B^J#-^ : 1 tf51233-3031#*Tr£>W tf*y ^ffe^n 
99bp3f A L^GST-iSt-g^ >v< <? ff*^* * - P GEX-5X-3 £BL2l £ * 

5f^KUTGSTHtt^syno-GS*5Ai L7c c fffSt^fflHVU&^ir^V^il 
^3yfu-;H:it GST£ D^f^Ki: LTECk 5 ^fctJkm^ ^ 77^ ^ 
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KJ&&<&=tS:fc&PBS-ei$fc$^K fluorescein isothiocyanateMyfr ^^IgGfctft: 

&bj&^£ < ^SERfS-r s - £ * s »* b*u n o^s^tt^fis^j 3 -c^m l^gst 

T^tofc 0 1% BSA-C30^7*n y^y^Lfc«*l^lt, 1% BSA-eiOOffifflrfR Lfc 
T^Tofc 0 GST-*B# W f^-y ^m&$ >'<9 9t&2. Omg/mLfo^ VMiGST (2. Orag/ 

tnmW 1 0 ] RA&#jkflf*#C W y ^fle<0#& 
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t&flMCfctK £TGST-SB#W ^MS-f^^fM (lOOng/lane) £SDS-PAG 

Ef£«fc!9&IliU NCttfcte^Ufc. l^ta^i LTRAS^ifiLVf (5«) % Tris bu 
ffered saline (TBS) TlOOOffiFtfJRU GST-$B#W tf* D I'lfrfr* >v<* SC^fe 
^L*:NCBIK:»bTM-C60^aEKrt?$**:.0. 1% Tween20/TBST'NCli^?fe# U 
/t«HRP««ttt MgGffi#S:2}fc#M*:t L-CSEir^O^&gERjSS*, 0-1% Twee 
n20/TBS-e^ u HRP?SH4&l£ttli-3 - «fc 5 S WttJJS £ KJfc bfc t h I g G£r$! 

gG^cflsj&s^-t-s r .^*sw«>e>nfc (mi o) o — %.mkm%& (oa) mfa 

CiHW'J 1 l ] JJ * y -^^ICfcS w fc** y is V tfis K 

mi&m 2 Tf^K b fcRA A* ?tJBt*PJ& * cDNA|§51 7^77!J- & JB ^ T , is S 

^T/MJPv-y-X "*:~<*jr©#^Wffi3tf1Mfl*l*8e" s pp- 66-67, %±*±; 
Kaelin, W. G. et al. , Cell 70, 351-364, 1992; Skolnik, E. Y. et al. , Cell 
65, 83-90, 1991; Sambrook, J. et al. , Molecular Cloning, a laboratory ma 
nual second edition, Cold Spring Harbor Laboratory Press 12. 16-12. 20, 198 
9) o 7-f7 7!)-7 7-^^If (XLl-Blue MRF* ) {C37 o C20^F^-C 1"* ^-<— 

h L.Ti«sfcSia\ lopTtfxj—^tmm-?^- y\z.mnt. 42<c-t-3. 5&?mmm&. 

10mM IPTG fca*bfc««;i»$*fc.=- hn-fcA-n— ^-?\sls*"?\s— H£*ft 

*b»H37'C-C3.5l*MlSHI«:^To/t 0 ^ ^ lsls%®]&^ gfe^<777- [1 
OmM Tris-HCl (pH8. 0), 0. 5% Skim milk, 0. 1% TritonX-100, 150mM NaCl, ImM E 
DTA, 5mM MgCl 2 , ImM DTT, protease inhibitor (complete, Boehringer Mannheim 
tfc) ] T5#M©S5fci*&5EWTo*:gU zfa y*ls?'<y77— [10mM Tris-HCl (p 
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H8. 0), 5% Skim milk, 0. 1% Triton X-100, 150mM NaCl, ImM EDTA, 5mM MgCl 2 , 
ImM DTT, 5% glycerol, pi-otease inhibitor (complete, Boehringer Mannheim 

*±) ] izimmmmvtc 0 m : ^<^y 7 —x^m^mw^m^^tz.^, ^otm 

^y^l—Mk-Q 32 P7^Hfc GST-W bf^-U V(HW!l3T'^Ufc GST-£|5#^ 
J ^M-tf^^fK) ^D-7^LTj)Dt GftlO 6 cpm/ml) % ^^^r^-< 

- h L/Co ^ >^ U £ >' b ^lkcpmlC t£ 5 * T'Sfc^ y 7 7 — 

K (SL) fcifeWJtfcc 

^i|S8P#<m00bp(:::fc3V , >'rf4Sl-5 [Lecka-Czernik, B. et al. , Molecula 
r and Cellular Biology, 15, 120-128, 1995; accession number U03877 (cDNA), 

AAA65590 (protein). "EFEMPl" b hWfttlZ'- Stone, E. M. et al. , Nature 
Genetics 22, 199-202, 1999; accession number Q12805 (protein)] bV$-\tl%%> 

m^me t mmzG-mmmx "jmRNA&^u i 1 -e#b^7csLo C DNA 

1 1) c 

HEK-293T 

A549 
HeLa 
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[5**60913] i/S t*&V ^kSL(D&& 

SL cDNAfr£ttft)3 fcRaMCpGEX"***— fc*PAU GST-SUB^* 
®iU 10% SDS-PAGElCGST-SL (500ng) > p > b n—)Vk LTGST (1 M g) L 
fc 0 SDS-PAGE^ :x.U* h p7*p yy- 4 Qi^f tJV|t|ls?Lfc, 

n 6M guanidine hydrochrolide s 5mM 2-Mercaptoethanol £rllbif50mM 

Tris-HCl (pH8. 0) T?lB#!Hk ^?S.-C&tt£-g\ 5mM 2-Mercaptoethanol ^ 0. 05% T 
ween20$r£tp50mM Tris-HCl (pHS. 0) -C4°C, — mW±l>fc 0 E&.iSiniZ.'I'J 
DtMU Blocking buffer [lOmM Tris-HCl (pH8. 0), 5% Skim milk, 0.1% Triton X 
-100, 150mM NaCl, ImM EDTA, 5mM MgCl 2> ImM DTT, 5% glycerol, protease inh 
ibitor (complete, Boehringer Mannheimtfc) ] t'&IL> Blocking buffer (0.5% 

skim milk^MJJblB bW\ Lfc. -t©t, TNT-coupled Translatio 

n System (Promegatt) Ik. TJ*pcDNA3-HA- s s J V* V >-HAHA (K#|#* : 1 05 W \f 
HrV >-cDNA 1851bp;60-l910l:iHA-tag£tt;!JDLfcW fc**- ]} >cDNA^r|§51-<^ ^ — 
pcDNA3tc:#AUfc) in vitro translationSrffV ^["S] 9-<^ LfcHA-W 

ttD >-UAUhJBi&fif*?K ([ 35 S]HA-W V-HAHA) £:/p — Ltffl 

U^-Y n ^Ri^GST-SL&lKJSTfc I£T2^Pi5If{?$'ffc, •t^-f p ^Bttt, 1 
OmM Tris-HCl (pHS. 0), 0. 5% Skim milk, 0. 1% TritonX-100, 150mM NaCl, ImM E 
DTA, 5mM MgCl,, ImM DTT, protease inhibitor (complete, Boehringer Mannheim 
tfc) TiSfc^U << * — 9 JT")r s ?'<'tf— (BAS2000, Fujix) -eSfeWi£tt&&ffl Ufc 0 

^4 v^m\£tt$fiitG$n-s\M&9 >j*#ltb [ 35 s]ha-w f^-y >--haha«.m 

^•©|iS#/J s IS^ $ ftfco ^fc^Fo — ;H?fc 5 GST t [ 35 S]HA->V V* V ^-HAHA 
fchfta»ort: (!2]1 2) „ W >-£SU^ * 
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[HWJl 4] MTTT yfe-Y 

%%0!l 1 -trfiM LfcRAJft***?* ^SSStrS x 10 3 cell/well t * 5 £ 5 96 w 
ell plate U GST*fcf4GST-«S# W ^ U ^**»MISO. 01—1 ju M 
tt£%>£ 0 \Z%m&±1nlzmD Lfcc 3Bf 3- (4, 5-dimethyl-2-thiazolyl)-2, 
5-diphenyl-2H-tetrazolium bromide (MTT) /PBSSrifclBJ&Jbfa fcg&JP 37°C, 5% C 
0, <D^#-C3B#fBJJ***^Tofc„ Jftai&SlllS-hftSrBl (9 dimethyl sulfoxide 
H«t«5MTT formazan(75^fiS:^«¥U!a3feft»J^4:^To*i (Journal of Immunologi 
cal Methods, 65, 55, 1983) 0 10%-FCS/DMEM, 37°C, 5% C0 2 ^^-f^TT^RAS# 

1 3) o 

— ttpCAGGS (Niwa, H. et al. , Gene 108: 193-9, 1991) £££ U 

A^itll?)^ W^:/-y — (human cytomegalovirus immediate early enhancer) £r 
/B^fc (Hll 4) „ 

w k*^-y ^ififiAi^^-ttjaiTt^^i^a i — ?~-izmmvtc 

tt/htf 7 * k°-< y h & ffl v ^ ^ £ n ^ * * ^ s J: 0 £ ;* o^p jSBIS l£ 
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Mfl5*B#©iffiItt^)f h^'>y yxt'^y (HE) i&!#,Lfc 0 — h=^>y 

^^#0T^^fBftb^fc (Ell 6) o — #s £ Ufcit^s^^A-^ £ * OjEfiTft 

I^JLfcMftfc$*ifca»ofc (IU17T) o 
CHW!li7] y^rn^^^M 

*k UT^^^^^ittt .(neo) IW^IAI, ^fcv^-ry T#*A (DT-A) 
1 9) o 



WO 02/052007 PCT/JP01/1 1 289 

69 



£■^17* (Fl) |^±&£K£-fr. ^nRT/^^H^^^SrWfc. r 5 LT#b 
lcf*;bo-CLacZ* (fi-tf?* 

*§^^I112 0}C^i- o IHfcMT*{36. 5kbp, *^£-^£;*-CI±8. 5kbp, ^xn^g 

^fo; v97t> h-r y#7V £ * (J&&12. 5 B ©E£fl0 

^fcmRNASrttttJUs 1. 2% T # p — U— ^ {^20 m gfot^f] L-7c 0 -t 

^y^^r^f?^ (-/-) -cttw f^-y vmRNAt4*iai$ni"^ ^ 

XD/^^T!>h^^^ (+/-) Xit. m±W. (+/+) IC#^SS^mmtf>383ta s Afc 
ttfc ((g) 2 1 ) o 

[ &%ey is] wt't!J ^3Ba*Pffi ©fc w- 

^WUfc 0 "f^^^s 5-bromo-4-chloro-3-indolyl-j8-D-galactoside (X-Gal) & 
S^tEi*t*6St LacZ.(j3-^f7^ hv//- VX) <D&&£1fit: 
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fcfir*. Apical Ectodermal Ridge (AER ; ^WBSSHI*) *5it5|k# ' flS (Sfc 

SfefcU J»£l3l3fltolft# (limb bud) Sr^fcU atifrSaJi-SrfERflL ^ h 
^>v> V • rt^-i^V (HE) ^fe^frLacZ^-fe^flofco A^WKltt, a^OJt&P 
BS(-)"C5# N 3®SS*£U X-gallfe-fe^ [X-gal (20mg/ml) 1.25ml, HEPES (1M) 2. 
2ml, 7sy->7V^!J^^i (lOOmM) 1.5ml, NaCl (5M) 150 jul, MgCl 2 (1 
M) 65 mI, lOXPBS(-) 5ml £ 5 P Q* (5P*7) T50ml t Lfc <Z>] 

*5R0JNBia (# • *#oJBC«) fcmPkZtiX^tc (1212 4*3J;^2 5) o 
a©*5^©IWK:«*?5i;fS»4l8«>5jn*3&»o*; (02 6). fc*5 % 7*^-7 £j*T*li 



mi 











fr^m (£5E) 


m± 12.5 B 


10 


0 


8 


2(£) 


Bd^E 13 0 


10 


2 


7 




fl&£ 14.5 B 


6 


2 


3 


1 ( ? ) 


B± 15.-5 B 


6 


0 


5 


K5E) 


£ & 4 ilfft 


46 


14 


32 
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*tu * i et?tt»ji£snf, K^a^wftbn^t (B27) . 

RBfc^SLacZ0>3&5taS»&fc*Lfc. (1112 8) „ 

(0 2 9) e H^T^^-v^^yv— fcj: T J) if y ywy Kfc J: <9 

«*ufc. ^JPL *t^&T?tt«cH'ita« (#<2fc£.) > xd 5 * CSJEJcfc) sue (*<£fe 

&) cDi^H^J#^lS^fen&^ofc (0 3 0) . 
£t_h©j|£*J: w tf^-j) vifrfr^/fc^-y y?T$ h-^Vxte, tb&XHcfs^ 

-7 1> * ^ *s # 5 = 7 - ^ ^^wtissfc (cia) , t f «ttBB«5 y » ^ mm 

^7^ h^^^T^i, »^S!»cJt^<BB«ijfe©jejei58SVNifcAS3|HJ§8b*: (0 3 l) „ 
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SyfTVh (K0) •*$x£y&btl1t (explant&) J M1&(0 ? • -frto 

w^tefcw t^y ^*$H^-UTv»5ii*5^tj*$nfc. s e>icT^* y 7** 

3j5tf>jNBJ&-Cfiiaiffi LTVN^Ci £ iXifc (12)3 2 — 3 8) „ 

Kossaifefett. mm&m&ik, mwtmmm (5% w/v) -cm&u as 

?Mft, ^Mf?" b !J (5% w/v) T-31tc • £*stfrv^ ^^Vi 

t >D-fS (0. 1% w/v 'Jr/W^e tfo-f (^^ V7 • 77^ K) , 5% 

w/v »t^ = <7a) T?*t*taifeSrtTofc (m lEifc. r*aafetfeSEfe-mi»*5t 

i JBSfib^-'j , 257-258, *#»|&, 1961; 'J ^y, L. , 4"*. 3EW. 
feJlI/jttJte^-aWfc^iteJ , 625-636, fcTktfc, 1962; fei? ft, rffi^fc^iff 
35fe— Sflfeiffisfcj , 616-621, milJ^, 1965) 0 7;w*D7*^77^^Stt 
CD^tBte, T/V* y 7*777^" ^JiaBftjfi'fe^ S/ b (Sigma, Diagnostic Kits 
and reagents, alkaline phosphatase (AP), leukocyte, Cat. No. 86-R) fCj; <Q 

IMMm 2 2] *sj if* V >3frf£^r /s^r^W** &&<0&BB& : tm v^fcfcfcifc 
^tt07yt^ 

tf^" y ^ifrjS^r^X o;s;^77K7^ (lacZifrfs-? S V f 4>) <D$3tt 

t%mm&*m\>^Xs ti^^i/; t*y >5t^^^is^s.^i*^^^-gai 

7 s> K <fc I? Wffi Vtz 0 3 SMIft Lfc W fc*^ y ^St^Brf-^ ^ o/y^7nv 
9X<nW&6&to&&24$xA''7U'- 0, 1X10\ 3X10\ 1X1 
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0 4 , 3X10\ &£Tf 1X10 5 WSfv 10%V*sJ&frfa.til Sr^tf^l^y 
-jJOHfrtfi (DMEM) «t«T?— BlfelSaiLfc. tf, »J^#O^^Mt^iC«^ 
(^o^.^±M) Sr«^^^^^^5^}C+^S (lOO//l/well) Ac 

l5##>o < K) tmt? Lfc 0 

ttiafc 20 Ml Mg^ft& (0. 1M MgCl 2> 4. 5M ,3 JVjj 7° Y J — )V) 1 M 1 V 
0NPG}^^(o-nitrophei^yl-i3-D-galactopyranoside) (0. 1M ]) (pH7. 5) 

4mg/ml <Dm&) & 22 M K 0. 1M y ^Kilii (pH7. 5) 57 m 1 SrTJP 

x., £4 £ 100^1 t Lfc„ ftj»U*l^J:5»J:aE#Lr, 37lC"Tf6B*M^ >^^--< 
-ftfc 0 150 /il O 1M h U £A (Na,C0 3 21. 2g £ H,0 iC^^UT 200 

ml {C^T^:7°U 0.45/im 7 ^ — Ufc t> CO) ^Dx.TS/fc&if Jh $ 

it, 420nm<^^£$'J;£LT£-#^ b f*'— ir®tt£jfc» Lfc e *^«3ig-e 
trofc„ ^r^J^ lacZitfc^/ y*>f >^^^^B^t-*3V^Xri'fflI^^'fex#L7 v c & 

-#7? b^^—^m'mmta^titc m39) „ p-*?? hi/?— &%&zmw 

iLtyD^^^tt^HI (jS-galT^-fe-O £^ t*s?6SB$nfc. 
^{-^7jm^#«(C=&®»^» UTIH#0 j3 -galT y-fe^ <HtI\ v7 \?3r 

0**aS3bPbTlSI«<DjR93e*ftofc 0 fc&SfcSI3W£: LT»i. ^UK=yoy (Predn 
isolone) (0.01-1 /zMh & J: t/12-0-tetradecanoylphorbol 13-acetate (TPA; 0. 
001-0.1 mM)^^VN7c 0 7°^ K-y o^J4^>o^ Ktttt&JfEjWs TPA(i7 0 n^-f 

95x10* ©«Dft«i|j|ffljaSr»#, — ««F#«»c±IB»*04S-3ijW«r 



WO 02/052007 



74 



PCT/JPO 1/11289 



Syno-P3 (SLALTGAVVAHAYYC/ia?'J#-t : 3 ) „ 
Syno-P2 (TCRMDVLRASLPAQS/Sfi?'J#-5§- : 4) , jSiLTf 
Syno-Pl (GAATTTAAGTSATAC/fE^IJft* : 5 ) 

LH) &3&fr3-frfc. KLHSrSft* Ufc#*J*^^ 50/zg£r 0.1ml 

SS«¥U 7B^yVfi)^i7i?a^l > (FCA) 0. lmlSriQ*."C*gEJIH4rflFllibfc. 

^^^^^^'^SEEcD-^^^ (BALB/C^^, 5il*fr) UfSP-STf^O. 2ml ^St ^ 

©8B&^ it**>fe»jkUJliL«f200Ml£X±Sr^BlU^to ELISAld £ ctttfriOJ: 
HI 4 1-114 3^^U/c 0 ^]h*f*m3 5S^Tyiz>r& s ?TV\ ^7 

t*BIS=I* (P3U1) £^*fl$M£i:l0T'7ilfQU 5 0%<7>PEG (?Pft 
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#fiSftfcPEG1540) #4TT-«i^^fc 0 JPW$«^ 5X 10 5 Wi/ml t?l 

0 K96$ zl^U- Hc3fVNfc 0 HAT±SWc-10~14Bi#3t L/cm, 

at&«tgBu mm±ffi<D&jELtc 0 tm^m^Miat, &£m<<y?-h*&mmb 

-t#(-0# 96 £^ A- 7° Mft, lOO&EBJS/^- h (20M/ml) i: 
10-14 BWigil LTto =>D=-^*U^U i§#±«^^^^To 

<J*n-^^U 10-140 Mft*UT= n=-Jj£|J^fc J; xm 

i-S^E-y * b— ; *vHft#*K±1-<5'>-f :/JJ K— 7<t L-C, Syno-P2 (gE?U#-§- : 
4) Sr^fcfiEJRfc lt^fc^fc2oO^ o — ^i0Db*5±WBc3iS3g^$tifc o 

[HJtefl] 2 4] ftw tf^-y ^ n-^-^^^vN^A^^v-y t'^- 

y >o*ui 

( i ) ft w t*^- y 2s-e / ^ p — ^/>ft«rte ct 5 M*3i5»fflr*ieiia© * * ^ > ^ 

n yf/f is? 

MmW 2 3 "T?4»bnfcSyno^P2^1»«i-«) ZWoWs J V Is* S 9 u—^jv 

m* (ioDb*3«tt^7Bc) ^^x, m^tTMv v^^-mm (ra) asmaiaiBjsos 

eKSrSDS-PAGE-C^BtU, £ yr-f i^Ss&fTofc. 7x7^^0 
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(Dk&K)X°hZ> 0 MltUT, mt&Mffi-M&%- (OA) &%<Dftmm&bfR$t\'1Zo 
£tt0J 2 3 TWbtbfc-^ / ^ ° — tAstfiWfe, RA.W<D»JRfflllS&#»WteWflW* 

t&yxh% 0 ^;t',f^ief©'>W(t RA##**?tiIM-e^<^t±J 
< 3 ) tr^" y >^ y * n — *vHft#»c J: 5RA&#A*»»ilfiftt©&3SE!&fii 

SMfrlODMS J: TJ*7Bc«r, •£ ttS*^ i LTta^ * *IgG h y vMBRPfc/B l 

So 

mw) 25] w y e^^^ y 

fc* ^ is-m. 6 St y — (4 x g fc*^ V^b £1" 5 w £ flX V > 5 
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(Hashizume R et al. , J. Biol. Chem. 276, 14537-14540, 200l) o W 
t-iD>(COt^gBam ^{tfc&tf fo&fr¥? MMi b tc 0 pCAGGS-< ? ^ — 
(CFLAG- W b"^- y >3tW^^7v Ltc7°7 * 5 HEK-293«fC F y >X 7 ^ 

2i/B>l^ 36^mmm^\Bin^± 0 Buffer A [15 mM Tris-HCl pH 7.5, 0.5 
M NaCl, 0.35% NP-40, 1 mM PMSF, 2 fi g/ml aprotinin, 2 m g/ml leupeptin] (CT 

*ilS^#?^^#fc 0 mE&$&Wm%m'&^>bm^xm>ij>ftMv, ^ ©±»o. 6 mm, 

3 n gO#EFLAG£ri{£:& £ U<7. 5 u \<D7°X3 ?M >k If — X&jgsJD U — !ft:&;!g«£fT 
ofc„ Buffer A^ U< f±0. 1% SDS £r$s7JD Ufc Buffer A&C-C30, Buffer B [25 m 
M Tris-HCl pH 7. 5, 50 mM NaCl, 0.01% Nonidet P-40, 10% glycerol, 1 mM EDT 
A] l£T2fBie— X£#fc}#>U ZOnKD^-^^ly^) [50 mM Tris-HCl 

pH 7,4, 5 mM MgCl 2> 2 mM NaF, 10 nM okadaic acid, 2 mM ATP, 0.6 mM DTT, 1 
.5/xg GST-HA-^ 40 ng S*flJr*3feEl, 0. 3/zg UbcH5c(E2)] L-, 3 

7°CT'30^-S:^$i±^:o 0.1 M DTT^-atf 2XLaemmli SDS-loading buffer^30 M l 
7JD;t, JV\^f-^ SDS-PAGEtCTMH U ~ F n t;Vn — ^figfc F y >^ 7 T — 
tfeo — &^#<-£«^FLAG#C#: (SIGMA) iBj;t>*fetHA^ (o>-^-^VT^V^ 

h o —./V i LT FLAG- i/ J \?3r V h 7 7 x. ? is a > L?C7i$BScD5& 

T-HA-^tf^^, ATP, El^fcf^Ol/^-fix^SrSSjSjPLJicv^J&t^Tofe (GST-H 
h-^¥*^>3¥m^(Dm&l*GSl%m^^XKlfc%?T<>tz) 0 0.1% SDSSfc&nBuffer A 
Sfc^fdJ: 9 iramunopurificationbfcvV ^^ffi^fclt^^® 4 6 i£^Lfc 0 

StHAStfrlcis^ns/ hfc33v>r, ^iftjjywi (§4 6 *H3) J:93KJ3 
5 kDa^t&lM X©^V Kj&MfcttiSftfc (14 6 ^Ep) e r. ©✓O' KttStFLAGta 
iS^ny h {C t> % bit, GST-HA--3- > J \?Or V ^ICffrJbfl Ltzi><D 

t^z-htltz. 0 £ibfcl, ATP, El^/cftE2COV^a/i^^iSU7 v c^^T*«, W 
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tf^-U ^gS3-t'^r^>"fb^^- bft^Z. ktfTjkgiltCo Buffer Aro^X't'-X 
nmunopurificationtD^J: 9, 2) W tf* U V«E3rx ^y-ISfU 
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fit* tf>t£ffl 

1. TIE (a) t*t> (e) ©V^Ttt^fclBttO^ U ^ * l^T" K. 

(c) iE?iJ#-5§-: 2twf2*cDT^ y KIE^^T 15£L < l»©7? y @£ 
^fi, ^ x jf Ax fciXJ^TiifcttttaPLfcT 5 y &E?iJ«:*U E?U#-§- : 

a. ^ h /j:i#TTvN^ 7' y *w xu ifi?'J#-§- : 2 (^ie«toT ^ y HE?ua» 

( e ) IE?iJ#-§- : 1 RilB*04fcKE3?Ut'>J5: <H70 %EA±<&*BrcH4Sr*Tt- 
SifeSE^b*«9s E2?'J#*S-: 2K|E*fr&T?y&E?iJa>feft£>Se«2:#l 

2. E?U»-i§-: 2}CfS«cOT? yfifcE^fefcSSeK^^:^ KSr = - Ki" 
4. (1) - (3) j&>b&58M> i bil&&;h,54>&< 1 t> lo©gtt%tt5 

( 2 ) y y^ytff ksi-5 t jfe^i- £ 

(3) *&BHi£*i£iI1-3 
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9 . 3 »c|5*fc<D fctt'-W- K£^tn ft*«3 \ztim.<09 Ss< 
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1 8 . ft 1 6 twfE«&tf)/K y J* * K^tf, If 1 *fc{4l**il 2 &£f5 

*£<7};*f \sHr*f- K©«J3£JB# * he 

lis 0E * 2> *08S Srtt ffl* (±^it5SSo 

2 0. M^y ^-7^rlM«-c-fcS. ItsJfSl 9lcf3*O^fe 0 

2i. »ja^*^^m^i»jNBiaT«>*, stsjfi 1 9 \ztm<o^ D 

18, *3«tU5 

ii) IS i)©&ttl3fir*&, n&HfflU !>-7fi^itmt5li 
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a ) w&tt&m 3 iciest 9 ? niz tz n^y^ k t mk 



2 7. t^coxm^-stf, ft*^3^fB*fe0^^^^fc(i-<^ Kfctt-fri"*® 

2 8. 2fcOXg<lr£t^ l**ll3(CiSftfeCD^Vy^^Kt^wy^VKtW^-^^PJ. 

b) tfllB* ^^St**:r4^^ K V If is h\ :fe±tf/£;fcl«Sfc 

te-frfc&tftfctii-SXS 
2 9. U f^-y >-y KSl-5"C*>5!»*33i 2 8 (CfBiSc©;£feo 
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b ) fu 1 3 9 9 ft *ftir 5 s s ^"JvHS* % ft Wi" 5 is 

b ) *n» «t Jt« UTWiEPiB©«tt3a s *v^Wb'fr**»Wi-4xs 

a ) teSMb^^fcTT't**^ 1 KIBtftOd* !> * * KSr*!»-r SWJS 

XHs *3ckt>* 

b ) IWlEaK y ^ ^ l"*^ K©^^ w^&jfliJ^i-SI®, 

#>©^ y — =^^«fe. 

a ) W**I3 3 tdf5<fecO^^<toT, ttlMb-g"*©!*** 1 MEMUOXV * 
2 K©3S9l4rlW6i"*Stt* : l*tiii"*xa^ *5J:TJ< 

b ) m.bs i urttjiBStt^M^^-f-s ttuwb-frttSra^i- sxm 
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3 9 . 1 2 (CfSgi^^ y * K<0*3£#3fc£3;h/TW>5 

4 4. W*IS4 0^^ctt|f*ll4 2}CfB%^ h^^v^-^^t HWfet 
4 5. #£>lS5r-£tp> MfjftgU tit {41**112 JcfalfiOsKy** KrortH 

4 6. S(rlB»5l3R* $ s I**J14 3(cfB«^cD h7^^x=7^^t h^tfKi^^fc 
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4 8. 11*53 4, SfcttHftttJU 7tt:fE«W>;** y — -V^ifcftfc ictHS - 
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SEQUENCE LISTING 

< 1 1 0> Locomogene, Inc. 

<120> synovial cell protein 

•<130> BHP-A0001Y1P 

<140> 
<141> 

<150> JP 2000-405082 
<151> 2000-12-22 

<150> JP 2001-266492 
<151> 2001-06-27 

<160> 7. 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 3374 
<212> DNA 

<213> Homo sapiens 
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<220> 
<221> CDS 

<222> (403).. (2256) 
<400> 1 

gccctttctt atgagcatgc ctgtgttggg ttgacagtga gggtaataat gacttgttgg 60 

ttgattgtag atatagggct ctcccttgca aggtaattag gctccttaaa ttacctgtaa 120 

gattttcttg ccacagcatc cattctggtt aggctggtga tcttctgagt agtgatagat 180 

tggttggtgg tgaggtttac aggtgttccc ttctcttact cctggtgttg gctacaatca 240 

ggtggcgtct agagcagcat gggacaggtg ggtaagggga gtcttctcat tatgcagaag 300 

tgatcaactt aaatctctgt cagatctacc tttatgtagc ccggcagtcg cgcggattga 360 

gcgggctcgc ggcgctgggt tcctggtctc cgggccaggg ca atg ttc cgc acg 414 

Met Phe Arg Thr 
1 

gca gtg atg atg gcg gcc age ctg gcg ctg acc ggg get gtg gtg get 462 
Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly Ala Val Val Ala 
5 10 15 20 



cac gcc tac tac etc aaa cac cag ttc tac ccc act gtg gtg tac ctg 510 
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His Ala Tyr Tyr Leu Lys' His Gin Phe Tyr Pro Thr Val Val Tyr Leu 
25 30 35 



acc aag tec age ccc age atg gca gtc ctg tac ate cag gee ttt gtc 
Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He Gin Ala Phe Val 
40 45 50 



558 



ctt gtc ttc ctt ctg ggc aag gtg atg ggc aag gtg ttc ttt ggg caa 
Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val Phe Phe Gly Gin 
55- 60 65 



606 



ctg agg gca gca gag atg gag cac ctt ctg gaa cgt tec tgg tac gec 
Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg Ser Trp Tyr Ala 
70 75 80 



654 



gtc aca gag act tgt ctg gec ttc acc gtt ttt egg gat gac ttc age 
Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg Asp Asp Phe Ser 
85 90 95 100 



702 



ccc cgc ttt gtt gca etc ttc act ctt ctt etc ttc etc aaa tgt ttc 
Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe Leu Lys Cys Phe 
105 110 115 



750 



cac tgg ctg get gag gac cgt gtg gac ttt atg gaa cgc age ccc aac 
His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu Arg Ser Pro Asn 
120 125 130 



798 
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ate tec tgg etc ttt cac tgc cgc att gtc tct ctt atg ttc etc ctg 846 
He Ser Trp Leu Phe His Cys Arg He Val Ser Leu Met Phe Leu Leu 
135 140 145 



ggc ate ctg gac ttc etc ttc gtc age cac gcc tat cac age ate ctg 8S4 
Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr His Ser He Leu 
150 155 160 



acc cgt ggg gcc tct gtg cag ctg gtg ttt ggc ttt gag tat gcc ate 
Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe Glu Tyr Ala He 
165 170 175 180 



942 



ctg atg acg atg gtg etc acc ate ttc ate aag tat gtg ctg cac tec 
Leu Met Thr Met Val Leu Thr He Phe He Lys Tyr Val Leu His Ser 
185 190 195 



990 



gtg gac etc cag agt gag aac ccc tgg gac aac aag get gtg tac atg 1038 

Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys Ala Val Tyr Met 
200 205 210 

etc tac aca gag ctg ttt aca ggc ttc ate aag gtt ctg ctg tac atg 1086 

Leu Tyr Thr Glu Leu Phe Thr Gly Phe He Lys Val Leu Leu Tyr Met 
215 220 225 

gcc ttc atg acc ate atg ate aag gtg cac acc ttc cca etc ttt .gcc 1134 
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Ala Phe Met Thr lie Met He Lys Val His Thr Phe Pro Leu Phe Ala 
230 235 240 

ate egg ccc atg tac ctg gec atg aga cag ttc aag aaa get gtg aca 1182 
He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys Lys Ala Val Thr 
245 250 255 260 

gat gee ate atg tct cgc cga gee ate cgc aac atg aac acc ctg tat 1230 
Asp Ala He Met Ser Arg Arg Ala lie Arg Asn Met Asn Thr Leu Tyr 
265 270 275 

cca gat gee acc cca gag gag etc cag gca atg gac aat gtc tgc ate 1278 
Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp Asn Val Cys He 
280 285 290 

ate tgc cga gaa gag atg gtg act ggt gec aag aga ctg ccc tgc aac 1326 
He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg Leu Pro Cys Asn 
295 300 305 

cac att ttc cat acc age tgc ctg cgc tec tgg ttc cag egg cag cag 1374 
His He Phe His Thr Ser Cys Leu Arg Ser Trp Phe Gin Arg Gin Gin 
310 315 320 

acc tgc ccc acc tgc cgt atg gat gtc ctt cgt gca teg ctg cca gcg 1422 
Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala Ser Leu Pro Ala 
325 330 335 340 
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cag tea cca cca ccc ccg gag cct gcg gat cag ggg cca ccc cct gec 1470 
Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly Pro Pro Pro. Ala 
345 350 355 

ccc cac ccc cca cca etc ttg cct cag ccc ccc aac ttc ccc cag ggc 1518 

Pro~His Pro "Pro- Pro-Leu-Leu- Pro- Gln-Pro-Pro Asn Phe- Pro-Gin -Gly- ■ ■ 

360 365 370 



etc ctg cct cct ttt cct cca ggc atg ttc cca ctg tgg ccc ccc atg 
Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu Trp Pro Pro Met 
375 380 385 



1566 



ggc ccc ttt cca cct gtc ccg cct ccc ccc age tea gga gag get gtg 
Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser Gly Glu Ala Val 
390 395 400 



1614 



get. cct cca tec. acc agt ..gea .gea_.gcc_.ctt. tct .cgg ccc agt gga gca. 
Ala Pro Pro Ser Thr Ser Ala Ala Ala Leu Ser Arg Pro Ser Gly Ala 
405 410 415 420 



1662 



get aca acc aca get get ggc acc agt get act get get tct gec aca 
Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala Ser Ala Thr 
425 430 435 



1710 



gca tct ggc cca ggc tct ggc tct gec cca gag get ggc cct gec cct 



1758 
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Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly Pro Ala Pro 
440 445 450 

ggt ttc ccc ttc cct cct ccc tgg atg ggt atg ccc ctg cct cca ccc 1806 

Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu Pro Pro Pro 
455 460 465 

ttt gcc ttc ccc cca atg cct gtg ccc cct gcg ggc ttt get ggg ctg 1854 

Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe Ala Gly Leu 

470 475 480 

acc cca gag gag eta cga get ctg gag ggc cat gag egg cag cac ctg 1902 

Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg Gin His Leu 
485 490 495 500 

gag gcc. egg ctg cag age ctg cgt aac ate cac aca ctg ctg gac gcc 1950 

Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr Leu Leu Asp Ala 
505 510 515 

gcc atg ctg cag ate aac cag tac etc acc gtg ctg gcc tec ttg ggg 1998 

Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu Ala Ser Leu Gly 
520 525 530 

ccc ccc egg cct gcc act tea gtc aac tec act gag ggg act gcc act 2046 

Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly Thr Ala Thr 
535 540 545 
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aca gtt gtt get get gee tec tec ace age ate cct age tea gag gee 2094 
Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro Ser Ser Glu Ala 
550 555 560 

acg ace cca ace cca gga gee tec cca cca gee cct gaa atg gaa agg 2142 
Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro Glu Met Glu Arg 
565 570 575 580 

cct cca get cct gag tea gtg ggc aca gag gag atg cct gag gat gga 2190 
Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro Glu Asp Gly 
585 590 595 

gag ccc gat gca gca gag etc cgc egg cgc cgc ctg cag aag ctg gag 2238 
Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin Lys Leu Glu 
600 605 610 

tct cct gtt gcc.cac tga cactgcccca gcccagcccc agcctctgct 2286 
Ser Pro Val Ala His 
615 



cttttgagca gccctcgctg gaacatgtcc tgccaccaag tgccagctcc ctctctgtct 2346 
gcaccaggga gtagtacccc cagctctgag aaagaggegg catcccctag gccaagtgga 2406 
aagaggctgg ggttcccatt tgactccagt cccaggcagc catggggatc tegggtcagt 2466 
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tccagccttc ctctccaact cttcagccct gtgttctgct ggggccatga aggcagaagg 2526 
tttagcctct gagaagccct cttcttcccc cacccctttc caggagaagg ggctgcccct 2586 
ccaagcccta cttgtatgtg cggagtcaca ctgcagtgcc gaacagtatt agctcccgtt 2646 
cccaagtgtg gactccagag gggctggagg caagctatga acttgctcgc tggcccaccc 2706 
ctaagactgg tacccatttc cttttcttac cctgatctcc ccagaagcct cttgtggtgg 2766 
tggctgtgcc ccctatgccc tgtggcattt ctgcgtctta ctggcaacca cacaactcag 2826 
ggaaaggaat gcctgggagt gggggtgcag gcgggcagca ctgagggacc ctgccccgcc 2886 
cctcccccca ggcccctttc ccctgcagct tctcaagtga gactgacctg tctcacccag 2946 
cagccactgc ccagccgcac tccaggcaag ggccagtgcg cctgctcctg accactgcaa 3006 
tcccagcgcc caaggaaggc cacttctcaa ctggcagaac ttctgaagtt tagaattgga 3066 
attacttcct tactagtgtc ttttggctta aattttgtct tttgaagttg aatgcttaat 3126 
cccgggaaag aggaacagga gtgccagact cctggtcttt ccagtttaga aaaggctctg 3186 
tgccaaggag ggaccacagg agctgggacc tgcctgcccc tgtcctttcc ccttggtttt 3246 



WO 02/052007 



PCT/JP01/11289 



10/29 



gtgttacaag agttgttgga gacagtttca gatgattatt taatttgtaa atattgtaca 3306 
aattttaata gcttaaattg tatatacagc caaataaaaa cttgcattaa c aaaaaaaaa 3366 
aaaaaaaa 3374 



<210> 2 
<211> 617 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Met Phe Arg Thr Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly 
15 10 15 

Ala Val Val Ala His Ala Tyr Tyr Leu Lys His Gin Phe Tyr Pro Thr 
20 25 30 

Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr lie 
35 40 45 



Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 
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Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

Ser Trp Tyr Ala Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
85 90 95 

Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 110 

Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 



Arg Ser Pro Asn He Ser Trp Leu Phe His Cys Arg He Val Ser Leu 
130 135 140 

Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 

His Ser He Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 

Glu Tyr Ala He Leu Met Thr Met Val Leu Thr lie Phe He Lys Tyr 
180 185 190 

Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 
195 200 205 
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Ala Val Tyr Met Leu Tyr Thr Glu Leu Phe Thr Gly Phe lie Lys Val 
210 215 220 

Leu Leu Tyr Met Ala Phe Met Thr lie Met He Lys Val His Thr Phe 
225 230 235 240 

Pro Leu Phe Ala He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

Lys Ala Val Thr Asp Ala He Met Ser Arg Arg Ala lie Arg Asn Met 
260 265 270 

Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 

Asn Val Cys He He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
290 295 300 

Leu Pro Cys Asn His He Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 

Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335 

Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly 



WO 02/052007 



PCT/JP01/H289 



13/29 

340 345 350 

Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 

Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 

Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Ala Leu Ser Arg 
405 410 415 

Pro Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala 
420 425 430 

Ala Ser Ala Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala 
435 440 445 

Gly Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro 
450 . 455 460 



Leu Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly 
465 470 475 480 
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Phe Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu 
485 490 495 

Arg Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr 
500 505 510 

Leu Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu 
515 520 525 

Ala Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu 
530 535 540 

Gly Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser lie Pro 
545 550 555 560 

Ser Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro 
565 570 575 

Glu Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met 
580 585 590 

Pro Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu 
595 600 605 



Gin Lys Leu Glu Ser Pro Val Ala His 
610 615 
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<210> 3 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 3 

Ser Leu Ala Leu Thr Gly Ala Val Val Ala His Ala Tyr Tyr Cys 
15 10 15 



<210> 4 
<211> 15 
<212> PET 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 4 
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Thr Cys Arg Met Asp Val Leu Arg Ala Ser Leu Pro Ala Gin Ser 
15 10 15 



<210> 5 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 5 

Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Cys 
15 10 15 



<210> 6 
<211> 3028 
<212> DNA 
<213> Homo sapiens 



<220> 

<221> CDS 

<222> (60). .(1910) 
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<400> 6 

gcagtcgcgc ggattgagcg ggctcgcggc gctgggttcc tggtctccgg gccagggca 59 

atg ttc cgc acg gca gtg atg atg gcg gcc age ctg gcg ctg acc ggg 107 
Met Phe Arg Thr Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly 
15 10 15 

get gtg gtg get cac gcc tac tac etc aaa cac cag ttc tac ccc act 155 
Ala Val Val Ala His Ala Tyr Tyr .Leu Lys His Gin Phe Tyr Pro Thr 
20 25 30. 

gtg gtg tac ctg acc aag tec age ccc age atg gca gtc ctg tac ate 203 
Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He 
35 40 45 

cag gcc ttt gtc ctt gtc ttc ctt ctg ggc aag gtg atg ggc aag gtg 251 
Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 

ttc ttt ggg caa ctg agg gca gca gag atg gag cac ctt ctg gaa cgt 299 
Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

tec tgg tac gcc gtc aca gag act tgt ctg gcc ttc acc gtt ttt egg 347 
Ser Trp Tyr Ala Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
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85 



90 



95 



gat gac ttc age ccc cgc ttt gtt gca etc ttc act ctt ctt etc ttc 395 
Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 HO 

etc aaa tgt ttc cac tgg ctg get gag gac cgt gtg gac ttt atg gaa 443 
Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 

cgc age ccc aac ate tec tgg etc ttt cac tgc cgc att gtc tct ctt 491 
Arg Ser Pro Asn He Ser Trp Leu Phe His Cys Arg lie Val Ser Leu 
130 135 140 

atg ttc etc ctg ggc ate ctg gac ttc etc ttc gtc age cac gec tat 539 
Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 

cac age ate ctg ace cgt ggg gee tct gtg cag ctg gtg ttt ggc ttt 587 
His Ser lie Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 



gag tat gee ate ctg atg acg atg gtg etc acc ate ttc ate aag tat 635 
Glu Tyr Ala lie Leu Met Thr Met Val Leu Thr lie Phe He Lys Tyr 
180 185 190 



WO 02/052007 



PCT/JP01/11289 



19/29 

gtg ctg cac tec gtg gac etc cag agt gag aac ccc tgg gac aac aag 683 

Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 

195 200 205 

get gtg tac atg etc tac aca gag ctg ttt aca ggc ttc ate aag gtt 731 
Aia Val Tyr Met Leu Tyr Thr Glu Leu Phe Thr Gly Phe lie Lys Val 
210 215 220 

ctg ctg tac atg gee ttc atg acc ate atg ate aag gtg cac acc ttc 779 
Leu Leu Tyr Met Ala Phe Met Thr He Met lie Lys Val His Thr Phe 
225 230 235 240 

cca etc ttt gee ate egg ccc atg tac ctg gee atg aga cag ttc aag 827 
Pro Leu Phe Ala He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

aaa get gtg aca gat gec ate atg tct cgc cga gec ate cgc aac atg 875 
Lys. Ala Val . Thr Asp Ala He Met Ser Arg Arg. Ala lie Arg Asn Met 
260 265 270 

aac acc ctg tat cca gat gee acc cca gag gag etc cag gca atg gac 923 
Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 

aat gtc tgc ate ate tgc cga gaa gag atg gtg act ggt gee aag aga 971 
Asn Val Cys lie He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
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290 295 300 

ctg ccc tgc aac cac att ttc cat acc age tgc ctg cgc tec tgg ttc 1019 
Leu Pro Cys Asn His He Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 

cag egg cag cag acc tgc ccc acc tgc cgt atg gat gtc ctt cgt gca 1067 
Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335 

teg ctg cca gcg cag tea cca cca ccc ccg gag cct gcg gat cag ggg 1115 
Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly 
340 345 350 

cca ccc cct gee ccc cac ccc cca cca etc ttg cct cag ccc ccc aac 1163 
Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 

ttc ccc cag ggc etc ctg cct cct ttt cct cca ggc atg ttc cca ctg 1211 
Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

tgg ccc ccc atg ggc ccc ttt cca cct gtc ccg cct ccc ccc age tea 1259 
Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 
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gga gag get gtg get cct cca tec ace agt gca gee ctt tct egg ccc 1307 
Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Leu Ser Arg Pro 
405 410 415 

agt gga gca get aca ace aca get get ggc ace agt get act get get 1355 
Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala 
420 425 430 

tct gee aca gca tct ggc cca ggc tct ggc tct gee cca gag get ggc 1403 
Ser Ala Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly 
435 440 445 

cct gee cct ggt ttc ccc ttc cct cct ccc tgg atg ggt atg ccc ctg 1451 
Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu 
450 455 460 

cct cca ccc ttt gee ttc ccc cca atg cct gtg ccc cct gcg ggc ttt 1499 
Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe 
465 470 475 480 

get ggg ctg ace cca gag gag eta cga get ctg gag ggc cat gag egg 1547 
Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg 
485 490 495 

cag cac ctg gag gee egg ctg cag age ctg cgt aac ate cac aca ctg 1595 
Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn lie His Thr Leu 



WO 02/052007 



PCT/JP01/11289 



22/29 

500 505 510 

ctg gac gcc gcc atg ctg cag ate aac cag tac etc ace gtg ctg gee 1643 
Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu Ala 
515 520 525 

tec ttg ggg ccc ccc egg ect gcc act tea gtc aac tec act gag ggg 1691 
Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly 
530 535 540 

act gcc act aca gtt gtt get get gcc tec tec ace age ate cct age 1739 
Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser lie Pro Ser 
545 550 555 560 

tea gag gcc acg acc cca acc cca gga gcc tec cca cca gcc cct gaa 1787 
Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro Glu 
565 570 575 

atg gaa agg cct cca get cct gag tea gtg ggc aca gag gag atg cct 1835 
Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro 
580 585 590 

gag gat gga gag ccc gat gca gca gag etc cgc egg cgc cgc ctg cag 1883 
Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin 
595 600 605 
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aag ctg gag tct cct gtt gcc cac tga cactgcccca gcccagcccc 1930 
Lys Leu Glu Ser Pro Val Ala His 
610 615 

agcctctgct cttttgagca gccctcgctg gaacatgtcc tgccaccaag tgccagctcc 1990 

ctctctgtct gcaccaggga gtagtacccc cagctctgag aaagaggcgg catcccctag 2050 

gccaagtgga aagaggctgg ggttcccatt tgactccagt cccaggcagc catggggatc 2110 

tcgggtcagt tccagccttc ctctccaact cttcagccct gtgttctgct ggggccatga 2170 

aggcagaagg tttagcctct gagaagccct cttcttcccc cacccctttc caggagaagg 2230 

ggctgcccct ccaagcccta cttgtatgtg cggagtcaca ctgcagtgcc gaacagtatt 2290 

agctcccgtt cccaagtgtg gactccagag gggctggagg caagctatga acttgctcgc 2350 

tggcccaccc ctaagactgg tacccatttc cttttcttac cctgatctcc ccagaagcct 2410 

cttgtggtgg tggctgtgcc ccctatgccc tgtggcattt ctgcgtctta ctggcaacca 2470 

cacaactcag ggaaaggaat gcctgggagt gggggtgcag gcgggcagca ctgagggacc 2530 

ctgccccgcc cctcccccca ggcccctttc ccctgcagct tctcaagtga gactgacctg 2590 
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tctcacccag cagccactgc ccagccgcac tccaggcaag ggccagtgcg cctgctcctg 2650 
accactgcaa tcccagcgcc caaggaaggc cacttctcaa ctggcagaac ttctgaagtt 2710 
tagaattgga attacttcct tactagtgtc ttttggctta aattttgtct tttgaagttg 2770 
aatgcttaat cccgggaaag aggaacagga gtgccagact cctggtcttt ccagtttaga 2830 
aaaggctctg tgccaaggag ggaccacagg agctgggacc tgcctgcccc tgtcctttcc 2890 
ccttggtttt gtgttacaag agttgttgga gacagtttca gatgattatt taatttgtaa 2950 
atattgtaca aattttaata gcttaaattg tatatacagc caaataaaaa cttgcattaa 3010 
caaaaaaaaa aaaaaaaa 3028 



<210> 7 
<211> 616 
<212> PRT 
<213> Homo sapiens 

<400> 7 

Met Phe Arg Thr Ala Val.Met Met Ala Ala Ser Leu Ala Leu Thr Gly 
15 10 15 
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Ala Val Val Ala His Ala Tyr Tyr Leu Lys- His Gin Phe Tyr Pro Thr 
20 25 30 

Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He 
35 40 45 

Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 

Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

Ser Trp Tyr Ala Val .Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
85 90 95 

Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 110 

Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 

Arg Ser Pro Asn lie Ser Trp Leu Phe His Cys Arg He Val Ser Leu 
130 135 140 



Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 
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His Ser lie Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 

Glu Tyr Ala He Leu Met Thr Met Val Leu Thr He Phe lie Lys Tyr 
180 185 190 

Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 
195 200 205 

Ala Val Tyr Met Leu Tyr Thr Glu LeU Phe Thr Gly Phe lie Lys Val 
210 215 220 

Leu Leu Tyr Met Ala Phe Met Thr lie Met He Lys Val His Thr Phe 
225 230 235 240 

Pro Leu Phe Ala He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

Lys Ala Val Thr Asp Ala He Met Ser Arg Arg Ala He Arg Asn Met 
260 265 270 

Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 

Asn Val Cys He He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
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290 295 300 

Leu Pro Cys Asn His lie Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 

Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335-. 

Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala. Asp Gin Gly 
340 345 350 

Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 

Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 

Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Leu Ser Arg Pro 
405 410 415 

Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala 
420 425 430 
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Ser Ala Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly 
435 440 445 

Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu 
450 455 460 

Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe 
. 465 470 475 480 

Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg 
485 490 495 

Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr Leu 
. 500 505 510 

Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu Ala 
515 520 525 



Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly 
530 535 540 

Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro Ser 
545 550 555 560 



Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro Glu 
565 570 575 . 
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Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro 
580 585 590 

Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin 

595 . 600 605 

Lys Leu Glu Ser Pro Val Ala His 
610 615 
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